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m m m 

2^^Bj«T# h~iy:^\zm-^t^mmm6^'?'^^^TMii^mm (trail-rd x' 

«TRAILg^#:2(TRAIL-R2) ^l«T^*rLTRAILS§#: (TRAIL-R) mmzmt^. 

xtmtn. mmmfsLm^yE-c^^mm (^^s^n— v-x) ii^Ksu^ti^ Kerr, 

et al. (1972) Br. J. Cancer 26. 239 #M] o T^J^h — ->7v«. K^^^U> 

mt (mm:sLmmm) <DmntsiE(DMmiz:$5i^x—MizM.^n^iMMu$>^[i 

toh. S. . et al. (1991) Cell 66, 233-243#MS] o h — zyX\Z^V):$imm 
T#h-vX{3j;Di^^$nTbS-5i:. AIDS. T)\^^yM^~m. /^-=^>y 

ym. mmrnhmmmwi^m.. ^m^mitm. mm-^mmim. n^^m^MM. 
'bmmm. m^^. m'\imMiz^^^mm:^a(DmB.^mm<Dmmtu^m^7^^ 

^^^[Kataoka, S. , et al. (1996) The Oncologist 1, 399-401#S§] » 

i^ti^y'^h~zy:^(Dmmizmt)^x\^^^:i^7!?m^-^rixi^^ i}^m;tm& (19 

93) mmm^ 11, 17. 2324-2328#fig] o ^m^i^^±)vtvx\t. it^mmm 
■^tkmmji^^^K TJt?h-i/x^^«-r^r <h;ot^e.nTVi-s i^m^tm^ (19 

94) mmm^ 49, e, 1 152-1 i57#flg] » 
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y.^mm-r^t(Dm^ fj^^^lSchmid, et al. (1986) Proc. Natl. Acad. Sci. 83, 
1881#M:Dealtry et al. (1987) Eur. J. Immunol. 17, 689#M] o v^^T^CDFa 
«Fas U y F co^mmi^ « g ^^mmmcDmm ^ Mf ^^t-^^^. Fas U 

tl*ffi^TVi§^:tj&tgit<^i^$nTVi^ [Krammer, et al. (1994) Curr. Op. Imm 
unol. 6, 279-289#M ; Nagata, et al. (1995) Science 267, 1449-1456#.^] c 

CYonehara, et al. (1989) J. Exp. Med. 169, 1747-1756] o 

mwy 7 5 u ~^=f-n. mm^m(Ds^^m^mmzi^^'r^ z. ii-vm 

D . TNF l/ir :7°^ - 7 T 5 u — B¥ir^ ^ n § o 
TNFl/-k:7*':^ — y t5 ^)~(D^^=fU. IffljfSi^ H ^ ^ >© 5/;^ ^-T > U y^KU 

(D^mzxx)^m^n^ti^. ■^®4»-T?t)Fasu:^> \^iS(.nim- aoy^m-w-'v^^Y 

asS:lKTNFRHi, S^a T^i^a '^Axg^jte^reaper [Golstein, P., et al. (19 
95) Cell. 81, 185-186#M ; White, K. . et al. (1994) Science 264. 677-683 

^^'^)VB^m\z>j(^^m(Dm.m^%mmzm'Do Yd.&(Dmm\:\t. ^^^^ n^-o^-^t? 

y -^^FADD/MORT 1 ^ b . FADD/MORT \\zm^VX\^^^i:i 7.^—^ 

(Caspase)-8®?gf4>ft:^5l#®^t-o ^tt'fbbfe:^jXA°— if-8{:ict D Ti^®:*?^ 

y^— if^^^^jii^fiffe^tib. mMm\zmm^7^\ — yy.^izm< [Nagata, 

S., (1997) Cell 88, 355-365#M] o 

— =yy.^mm't^TWy7^^)—^^-ffi^^-^ntz.. Wlley 
[Immunity (1995) 3, 673-682#M] Z.(D^^^ riNFP^ST^ h-vXM 
^U:^>Hj X«^^t:i rXRAILj t^^bfeo ^l^^^JiSfe. rApo-2U*'> 
Fj X« rApo-2Lj t*)n?^^tlTt/i;5 [Pitt, R. M.. et al. (1996) J.Biol. Che 
m. 271, 12687-12690#M]o -gllJi. C ©^^^mRAILi bT*0^,KH»4'THR^ 
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n§ m^it. mm^ m. miim. mm. mm. ^\^m. j^m. mmv>Am. 

=b#^^{C-¥-< I — zyX^mmizmi^t-^^^ z:t%^^nx\^^^o [Marster 
s. S. A., et al. (1996) Curr. Biol. 6. 750-752#fil] o 

TRAIL©g^#:<t bX. >A°ii7K:^t|W|^$nTViSo TRAIL 

-Rl (DR4^:%V^-5) :S:mRAIL-R2 (DRSifeV^^) (D ~ (D §:^mt. h^lZy^X 

]^^-( y^m^iHmm. iz^-DZ-t m^^ $ nx ^„ iMii-ncD^w^mmmmm. 
^mikBikm. ^hm. mm^^ts}^h(D^<(Dm.M^xm^^ri^o trail-r2cd 

nxVi^ [Pan. G. , et al. (1997) Science 276. 111-113#M ; Pan. G. . et al. 
(1997) Science 277, 8I5-818#M ; Walczak, H. , etal. (1997) EMBO J 16 (1 

7) 5386-5397#M]o 

TRAIL-R2l:it*SiRWxy^-r ->>^^ (alternative splicing) \Z^^2~Z)(DWm 

#^$nxVi^ [Screaton, G. R. , et al. (1997) Curr Biol 7 (9). 693-696# 
M ; Arai. T., et al. (1998) Cancer Letters 133, 197-204#flg]o 

z.n^x\z0mm(DmmmzT-^ h-i^T.^mm-t^z.^^ttm^-^nx^^^ CGr 

iffith, T. S. , et al. (1998) Curr. Opin. Immunol. . 10, 559-563#fii] o 

$e>fc. &^;iMt MRAiLj^. \:ihcoi^mmmm'Rxsm.mmm^m^^tcnm 

V^Xt-7';V7?^:^^^bTVi^ [Walczak, H. , et al. (1999) Nature Medici 
ne 5, 2. 157-163#M] o nz<mv^y°^ — y r ^^)-\zmV. T^h-v- 

1f)V(DlE'mm.mizMVxmm^^X^Z.h\tf3i-^^'Dr:i [Ashkenazl. A., et al. 
(1999) J. Clin. Invest. 104, 155-162#M] c 

:Lti^(Dm^iz^ v) , TuiiummMn&oizmm^^mm-t^ ^m^Btitz-^^. 
imi(D^^m^sEmmm\zhmmvx^vmm^<DmmmmHnn^rdt^-^n 
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^mm-r^^tm^^-^n EJo. M. , et al. (2OOO) Nature Medicine 6, No. 5, 
r:L [Nitsch, R. , et al. (2000) The Lancet 356, 827-828#S§] » UMMmz 

^'r^lffllS^^«tt#fC:;'^#;^^1M<i:bTa@S?SD^\ TRAILS b h fC^^LIS^ 
iaa:bT^ffii-§^-&®^^tt(-MPg:^^^tf)6nte>nfe[Nagata. S.. (2000) Na 
ture Medicine 6. 5. 502-503#flS] o 

■^tc^S#bTV^§t(D#ga-fett;$nTVi§ [Lawrence, D. , et al. (2001) Natur 
e Medicine 7. 4. 383-385#fli] 5^)^ Um7LTU.\l^>;'%^m.<D^±-mt.^fimn 

titc [Ichikawa, K. , et al. (2000) International Immunology 12, No. 4, 55 

m-r^izh-^^-^-^tD^T. ms^m^^^'^f3:i^^(Di}m^mf3:nMum^f)^\zf3:^ 

TRAIL TRAIL-Rl^b < mMll-nXUZ.n^ (DWZblZ^'^m LTT2}^ h — -> 
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§o mm'mmmt^^m^mmhi.rcm^x^tnt. n-¥hrcmmtmm 
\zmm'r^^t-fymm^n^(Dx\ mm^^mmmmm'Ptrim^^mmmmmiz 

mmmmmf}m'>'r^^tx\ Mmm(Dmu^M.j2s'^z.t:^^x^^o mmwmm 
iiiim\zmm^^mm'r^^ormm^^^m^itY::3^~7.y^^ ^y^fsim^^m-D 

m^\'t^mmn^mrDifii$^^m^'r^^iix. mm!^mmf3:mi^(Dmmh. 
(D^mz2:^mm(Dmmmmyiummf}mw-^n^o 
mm-^. ±m(D^^iz^(Dwm:^-'^irimm^^]hi^xmm-r^(Dizmwx^^^ 

i^x\^mmx^f3:\^^^m^<Dmm^mmv. mmmizMvx\tmm(Dy^ 

:^mm(Dm\(D^m\'t. \ihTuii-^\'Bas/y.n\:ihmAi-^i\zm^x^. mm 

xumm^^\^n^-t'^m^(D^^\ihsEn)^mm.mm\znvx. mm^mmv 
m^mmt^m^. x\t^ti\zmmhr^^T^mi^'r^^tiz$>:^. m2(DBm\t. 
±iBM#:. x\:i^n{zmMvrc^'-^^mj}0^^hvx^^T^. m^^mmmt^ 
mmmm^^^v^^tvtc^mmMmmcD^mxu^^m^i^M^'r^^^iz;^^. 
:^mmm^u. hTMii--Rmm2\zM'r^m.i^(Di^m\zmvx^Mmnvr^ 
mB'?j:^m^^m^^x}ih^m<Din^^m^ir^mt]^^r^ h^yx 

^^^xmm-^nxV^^^-^~-:S!.ZS^)i'zyzL^^>?>(D:^m[{im) Nature 256, 
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(1) TRAIL-Rmr^yXj™AIL-R2{Cy^^t-^tn:#:XJt^©^tge5ilrjto 

© '14 « ^ # -r ^ © -r ^ ^ o 

(b) TRAIL-R1S:IK/X mRAIL-R2 ^^ii b T U ^ h lES^HflS f:i * 

(c) t hfffI«MISf«-*^M^bfcCVi 

2^^5g{;raViT«. JifBOD (a) (c) 0D^T©'l4K^Wr-SM#:Xfi^(Di^tg6tI 

^(Ommmmn-^^^-C. ®TRAIL-R2^r^^^'a■■rS)^)nRAIL-RH:I^i^■&b;^Vife 
2b^V^{^(DTRAIL-R2JS:mRAIL-R10|i5#{C^-g--rSfe©fe. 2^^§HcoirL#:X 

(2) JifBtri^Ji. ^T^T^-VtJ'XA-r yj H-x'. mX\t^-\\-\l. H-48-2^ L-3 
0-10. N-18-12> W-40-5. X-14-4. X-51-12. F-4-8 . G-3-10. 0304XtiKMTRn:i 
J;«9:g^$n§^y^n-:^;i/trL#:-e2feD. t htn;#:Tab-g)^l<h/OW^bU„ E- 
11-13. H-48-2. L-30-10. N-18-12, W-40-5. X-14-4. X-51-12. F-4-8. 0304X 
ttKMTRHcJ; D^^fe^n^^y ^ n-:j-;i/ifL#(D^-r y^l-r Ay i7'n:7^U >G(Ig 
OM^tr^D. G-3-10{;ict D^4fe^n§^y iJ7 D— n 
:/U >M(IgM)MX$>^„ Cld-e. ±tBA-r:/U F— N'(D5-&H-48-2. E-11-13. F 
-4-8, L-30-10. 0304:S:rJ^lMTRU«n^^tlH^^fe:^nT:feD. ^®^te'lt^« 
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H-48-2 


PERM- BP-7599 


2001^^5^ 18B 


>^is^ TTT ofe «C ifcfc. SA* JtJ— rkCi 

^fe-fe>i$^- (0*lil 
Mm^^ < rarp^ 1 T 
@ 1 1 ^^W. 6 ) 


E-11-13 


PERM BP-7698 
PERM BP-7770 


2001^8^80 
2001^10^ IIB 


F-4-8 


PERM BP-7699 

PERM BP-7768 


2001^8^8B 

c\ f\ r\ H At— ^ f\ 1 — f ^ -i i — t 

2001^10j? 11 0 


L-30-10 


PERM BP-7700 
PERM BP-7769 


2001^8H8H 
2001^10^110 




0304 


PERM BP-8037 


2002^5^ 100 




KMTRl 


PERM BP-8038 


2002^5^ 100 





(3) *^B^(Dtn;#:X«-e(DStgWI'fjt«. Iffll^^7. 5xlO''Rr/SJ5SB#rB^24BtW(5D 

/iiim±. $ e.{^»sb< }i2-iOMg/iiiK $ e>^;i$f f^io-iooAig/mK 

$F^L<t^lO/ig/mm± (M^t^lOO/zg/mmJt) -tr^fe^o — ^^mcDW^W- 

mm m^itCo\o20bmm. U251lfflBax«JurkatlHIS) {:r^f-r^LD50M7^nOOMg/ 
mmT. $F^b< filOMg/mmT, < m. 7 iig/mlKkT. -^BKB^ 

L < tSO. 02-0. 11 M g/mK m%Pf^V<m.02u,g/ml}^T-Vi^^. ^bT. MM 

mm. 02-0. llMg/mlTab§|I-&i±©K#:X^t^(Z)^tgK)«lfjt7&^^2^5gi^fC*5ViX 

f9 ( 1 110~120Ml®SiiS:^»T?fft)nfei^(DSij^MT^*§o 

(4) *fe> :*:^0g©iri:#:X«-?-®atge^ifjt^3;. lfflM^7. 5x10^25:D^SJ5£cB#Pb124 

50{§) . $ e>f:i$?^U<H250{t-1000{g. b < H1000-fSi^A±-e$.^o 
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(5) -^Biz. ^mm(Dmi:^jm^(Dmmmm]nit. mm m^it^-'i^T^xiz 
Siffi$nfccoio205iHiis^:iEti*-r^ t><z)) (Dmm^mmh. x^M^^mis^ii: 

0. l/xg/body(5itg/kg)~100/Ag/body(5mg/kg)T$)§o ^#»tbT100 
Mg/bodyX^i5mg/kg. $f ^ b < ^^20Mg/bodyX«ling/kg. J: D 0^ b < «4m g/b 
odyX«200/ig/kg. ^ Bizttf^VKmng/hodyXUbOug/kgX^^o ^Tc. 0.5 
Aig/body(25Atg/kg) ^^^UTfecfcV^o ^#«^aibT(*. 1 Mafefe D HU-SIU 

(a) mm^o^mm^m-r^ 4 ~ e iii^©m5g^'!7X(c20Mg/^'i7>^M#:©m 

-r^:i>&^"r#^„ ¥±^1 4%l^;^_hCDJtt>«®l9|/jN^iJ>;^< ife 7 Hil^ 

t"^ Z. ^:^^X^^o 

(b) 100mm^©je»^Wr§ 4~,6?ltpCDfi0-v''>X}C2O^g/'T':7Xfi#:OM 

(c) 100mni'(DB^^#-rs 4~ 6Mi^®S-lS^'i7X{C20Mg/^:>:^®#:®tft 

(d) loomffl'^fii^^wt-^ 1 2mm0mB'^'y7.\z25{jLg/'^^xm^<Dmm 

(e) lOOmm^OJB^&^f § 1 2 Mi^^JM^^y^ }c:25 // g/^'i7 7>iH#:cDa^ 
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-Bmm. ^^rtmjs> mmm. -^Mm. mm. mm^m^±^m. ^mm. m 
miimm. m^m. mmm. mmm. '^^^mm. m^mm. ^^p«gmii 

«^M. mmwm. mmm^m. nmmmm. mmmmm. m^m. nm^m. 
(6) iH^JS^i 7-Rm 9\z^n'en^-^n^. a-t ^e-ii-is®^;^ 

SB^J#^2 5:S:rX2 7 Jc:^tl^'n^$n^. A-T -T^U '7H-48-2<:Djg:^ 

^n^. ;\^y^^j ]^—^E-ii-i3^^^mm-^nrzmmmm\zn — ]i-^n^mmni 
^m^Rz^mm.'^^Mm. mmm^2 0Rn2 2{z^n'eti^-^ti^. a-t^u 
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^mm. m^m^2 4-BLZS2 6\z^n^n^-^n^. a-t :/u f-vh-48-2;6^ 
n^n^-^n^. a-t^^u \i~^mm'^^^mm-^nrcmmMmizu-\^-^n^ 

(7) E-11-13, H-48-2. L-30-10, N-18-I2. W-40-5, X-14-4. X-51-12. F-4-8 G- 

3-10. o304:s.iKKMTRiy0^e>7cj:^i¥:o^e>Mt^n^, 'n.KVL-n\z'^^'t J ^ 
:^;^tr^#:^:^^'r^A-f h-^o 

(9) tufBA^:/u K-T^^s^ry ^D— ^;i/tn;#:^i3"HT§ilf5^^:^ilb, 

M^^^ iS^ titles A UTfulB 
i7n-^;Vtn:#:^%m-^bJ?). #e>ti§#^. ?t^(Di§«_h?f 

SirLTRAIL-R2^7 i7 n-:f;i.in:#:^^:5i-r^ <i:*#i^a:-r^. triTRAIL- 

z.z:'^\ iistLT«. xmm. mmmmm. mm. 91m. mmm. m-^m. 
wmmm. mmm. bmm. u>Affi. mm^j>/m. ^m^^'wmm. mm. 
mmm. ^--^mm. ^ari^m^. m^m. -^mm. ^mm. mmnm^±^m. 
^mm. m^m. miimm. m^m. mmm. mmm. ^i^^mm. m'^mm. 

skmm. itmwm. mm^m. mwimm. nmmmm. mmmmm. mmw.. 
w^^fi. wwM> wAnmm. m^m. #Mtt^M. ¥mi5P^®> ¥^^m 
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a#fFtBM2001-150213^ (2001^5^ 18 B tlil^) . B 2is:H#fF{±11^200 1-243040 
^ (2001^8^9BfcBM) S:r^^B*a#fFtBIM2001-314489^ (2001^10^ 11 B m 

T-&Stt:0^$>'g>il<htS^^;0^*75:$nTl^:»§ [Griffith, T. S. , et al. (1999) J. 
Immunol. 162, 2597-2605#M ; Chuntharapai. A. . et al. (2001) J. Immunol. 1 

66, 4891-4898#M] c bfd:;^^^ & . ;inS(DfeT;#:^i-TT>xfi*cDt)(D'e$)^o 

m<^^^h\z. 2^^5g®iT^t: hJn;TRAIL-R2^y iJ7n-±;i/^#:ti. t: ME 

'^m.m^^(Dmm\zmvx(D?^f3i^'r. mm^t hTMii^yz-^i^wiz^^mm 

irL#:«$f tit hm^x^r)^ ^^xm^(Dm,i^xi-inizmmtr^^mmi^ 
iz-Dv^xit. -rxizmm^nx^^^^o 
mm,i^^vx\t.-< i^y ^^nfv>G{igG). iwiA(igA). m^(igE):BLUmu{igu) (D 

1. TRAIL:S.D?^®in:#: 

JB^^^H^ (TNF) g|^T# 1 — 5>XM^U?!J>K (TRAI 
L) <D^mi^(TMll-R)lzMt^m^X^^. QTRAlL-RUzRlt^T^m^^. (DTRAI 

L-R2f^SiSt"§tfL#:. Mzsmuii-nhTMii-no^-m^iz^mT^m^-^^^^T 

(DcDjrLft:^ rmiRAIL-RlifC^cj . ®:BLXS(BO)^i^^ TJiiTRAIL- 
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mMii^mit^^:s:m\z-^fDitxmm-rhm^\^. rTRAiL-Ri:Rr/R2j 
m<^\t c^m<Dmmwnmm) . Tuii-Rwmm^^^-^. TRAiL-R2®^3Ei-^ 

M-fe^t^o mmmmh-i m.^(D-m^ i^^mm -ra&oT, ini^o^m 

m^(Di^m^l'^U±^n'r^^(D^MmV. *#:WfC«F(ab')2 ^ Fab\ Fab. 
Fv, 5^x;V:7^ Flg^Fv, -2^fIFv (scFv) . RUZLtlib (Dm^i^m:^m\f ^ti^ 

(D.J.King., Applications and Engineering of Monoclonal Antibodies. , 1998 

T.J.International Ltd) o 

:$^mm(Dm^tvx\t. m^u. 'i^^cDmrnmiizmm-^n^. thTRAiL-Ri 

mx. #ip) ^mT\z\t. 't(DT^^mum^n-)^-t^^^mm^^^mz^ 
^'r^z.hti^-:)5mhivxmvfr^n^^ z.<Di^wmn(D^6^m'^-^n.. wt^ow^^ 

#Se<j^^#A^ (site specific mutagenesis) ^ffl ViT^?£{;icfc D ^ATS 
Zt-iflX"^^ (Proc Natl Acad Sci USA.. 1984 Vol81:5662) o ZL^X. 

'n^mm'SLXsmm(D'^'Mmm^^n±x(Dm.mifi. ■i'Ayi^n:/u>^3-F-r 
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— f^i. mm(DmM-\1^^Mib^rz.td<Dm'^rjimm bovine serum album 

in#) hom^m^. >^^-m\z)t^\^x^mm^M (:7D-i'>F®^ikx«^^^y 

TRAIL-R2^:3- FT^jifg^^^Ab. TRAIL-RlxmRAIL-R2^lffliaSMf:iiifiJ 

trt^ ^ gl^-r ^ ^ D - > ^ jg^-r ^ ^ ^ J; -3 T ]K#r ^ il ^ § o 

G2X I gG4 m^T ^Z.^\Zj^r). Fclz-fer/^^-tC ^^jScDfgViirL#:^l2 
nT^^^-^^X^^o mz. 2^#^BjCDtfL#:(D1t:7^^^XSIgGlX«IgG3^;i^m 
^1 D . ¥cU^'>^^ — iz^T^^^m(D-m^^ifi^^M%^^ ZL ^f}tx^ 

§ ^ (D J; -5 /feSH^J ^^-r § ^^M^iB^J t ^-a-f § :i .h tc: J; 0 . Fc V-fe :/ 

— H\ 'f^yhU':?^. -^y-j^j^. y^^^-^^j^m(DmM'\^mm (lw. Goding, 

Momoclonal Antibodies: principles and practice., 1993 AcademicPress) > 

-<h-7-r5>>. tiV^T-^^ zy>^(Dit^m^M (D.J.King, Applications and 
Engineering of Monoclonal Antibodies., 1998 T. J. Internat ional Ltd. ; M. L 
Grossbard. , Monoclonal Antibody-BasedTherapy of Cancer., 1998 Marcel Dek 
ker Inc) . -^Blz. Maytansinoid^cD:/n H ^ y (Chari et al.. Cancer Re 
s. , 1992 Vol. 52:127; Liu et al. , Proc. Natl. Acad. Sci. USA, 1996 Vol.93: 

8681) fji^^m^-^i^^ ^t.\zj::rimt^Eo:)mm.(Dmmmwz^^^ izm^^-t^ ^ 
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m^^-r^^(Dizmi^^n^hcoxitf3:i^o 
:$immiz^^^x. 'Ej.'^ a—r}im^(Dmmz^r^^x\-^. TiB©f^^x5g^ 

izmmizmrnvxi^^^mmoDi^m (z.n^ (D^i^m6^i^:BLZs/xi±mm\^^'Mm 
tvxm.m-^n^) . {2)mm^W]m\zmM'r^^h\z^v)^mhrc^i^. «^ 
mmv^(Dtrii^m^mM.vxmmm<Dmm(Dmm^^mvx-fy^B. w.^M±mm 
^mmt^jin. {3)nmmmm r^xn-x^j ti,^^) cDmm. (4)in:# 

Tti. i7u~-'^jvm,i^^j^m\zmi&'r^rc^(D;\-iy^^j ]^--^(Dmm. xi^ 
A-cf^j H— ^$#tib}fei&«^(DMW> (8) z.(Dj^'Dizvxmm-^nr^'Ej^u 

^(omm. mx$>^o 
^T. mTMii-Rmnn^ y ^ a—r )imi^(Di^m^m^±mjim.\z'/^'oxmm. 



(1) m.m(Dmm 

(J^;lTTRAIL-Rl-hFcS:mRAIL-R2-hFci:V:^5) ^m-^^Z.t.ffiX^^^ 
TRAIL-Rl-hFc:RmRAIL-R2-hFcH. TRAIL-RlX«R2<h t MgG©Fc^:^<h(D^-^ 

OBXtfT^-^o ALEXIS%f:^:die,TfTM$nTV^^TRAIL-Rl-hFc]5:mRAI 
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TRAIL-RlS:r/R2(D— :;^^#3fiti^^nTa&§ [Pan. G. . et al. (1997) Science 276. 
111-113 SitKScience 277, 815-818#fil ; Walczak. H. , et al. (1997) EMBO J 
16 (17) 5386-5397#M] ail#l3M^®:*r^{c: J: D , TRAIL-Rmm2® 

-So 

^ y^XS'fT. F^-r >a;DC*^#J©T$ y^^l^V:ircfc hTRAIL-RlS.m2 
T rTRAIL-Rmt;R2deltaJ ^^T^^Ji^^^ ^-pEF-TRAIL-Rldel taS: 

I)^pEF-TRAIL-R2del ta^L929§ffl)3Stc«A lffllSSM{:iTRAIL-RmrXR2del ta&jg 
^Jfc^31bTVi-Smfe^^T?2&?)„ pEF-TRAIL-RldeltaS:?^pEF-TRAIL-R2delta 
^n^en. k hTRAIL-Rldelta^>A°i^M^r3— H-r^DNAiSLO^h hTRAIL-R2 
deltas >A°i^K^3-Ft-^DNAS> KiWBgffl^^^^iS^-pEFneo [Ohashi. 
H. , et al. (1994) Proc. Natl. Acad. Sci. 91, 158-162#h^] \ZLm.^^^t^ ^ 
JcJ;i9f^S4-Tr#§o r^ri\^. TRAIL-RlS:a^^R2^n- F-r^DNA. 

^Wm\Z\t,. pEF-TRAIL-Rl]Stm2deltaTL929mSr?^K^mbT#e.n;^5^ 

n^mw^mm l . pEFneo^ ^ ^—tmx $ ntcmm \zmn -^n^^ ^t-^^ ly > 

Wi\^(D^m. :S:Df'¥^^irLTRAIL-RmDCR2#U (DAKOth®) ^fflVi 

7cTRAIL-RlS:tJ^R2delta^31<D?gm&JiS}C> t: MRAIL-RlSLtJ^12delta^^OD5lB 
Ba^M^3^iilJ{;I^mbTV^^L929m^f^M-r^;li:)5^*l?#^o 

(2) ifL#jgMIS©ilSX@ 

^X:0^*Mfelf3i{::ffiV^e.n§:d^^ ^©i; p;^^: vj7X e. ®3til*c CTomizuka. 
et al., Proc Natl Acad Sci USA., 2000 Vol 97:722] \z.%^m-^t\rQ\~^^. 
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mmm-v) mw^^^mMi^fffsio^h'fy'^is^^o "torn. ^mi^rammcD^m^o) 
mm^ <hi^^) . mmmm^mmmm my telisa^^j <hv^5) . mytmi^ 

(BAT TBSAj tv^d) fdcfcf^avi. mmm^m^m:. -:^m.^hvxmm^^ 
vr^mn mxit^^xssa.m) iz^m^'i^. ±mm,m.izmn^(DmiMii-Rmzs 
R2^#:^ig-&$-&^o ■^^iz—Am^^vxmmmm^nr^\i htttrnzM-r^^ 
i^^m^x\ihifimzi^^-^^. m^mmmmomn^m^. mm^m\z^-:3^< 
m^^z^^m9tm(Dmm^m\m-r^ ^iiiz^v). trcMs^m-r^o 

(3) — -Toinsxg 
^xn — Ti:bT«, ^07.. ^yh. ^EJl^Eyh. ;\2^7.^—. 'i'-y-^X^ 

~wt^\zn^^7.ti^B%hfifz.m\:mm. mx\t%-r'^^T::^>m'i^^^7. (ba 

LB/cEb*) ^XD-'Tt5feP3X63Ag8U. 1 (P3-U1) [Yelton, D. E. et al. Current To 
pics in Microbiology and Immunology, 81, 1-7 (1978) ] > P3/NSI/l-Ag4-l (N 
S-1) [Kohler, G. et al. European J. Immunology. 6. 511-519 (1976) ] ^ 
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Sp2/0-Agl4(SP-2) [Shulman. M. et al. Nature, 276, 269-270 (1978) ] . P3 
X63Ag8. 653 (653) [Kearney, J. F. et al. J. Immunology, 123, 1548-1550 (19 
79) ] . P3X63Ag8 (X63) [Horibata, K. and Harris, A. W. Nature, 256, 495-4 

97 (1975) ] fj:^&fflv^^^:ai^w^bv^„ ^ti^ (Dmmwit. m^mm^. 

y>Rn^ym}.^ikm (j^t tfcsj ^^^-o) ^mx^rcmi-iMmmizs-y^^^ 

r:=->^1}n^r^^m] . -i ^.ziy^^^^jv^y zimm (Iscove's Modified Dulb 
ecco's Medium ;e^T riMDMj <fcVi-5) . y.\-iy)V^vzi^^-^~if)Vm^ (Dul 
becco's Modified Eagle Medium ; £AT TDMEMJ ^ii^^o) Tmi^^m't^if}^. m 
mm-^(DZ-^4Bm\ZAEmm^ (^!l^«\ 10% FCS^-^t^DMEM±§ifi) Tlllf^i«b. 



(4) mmm^ 

mi^<D\^^Tn(Dm^-^'^iE>nx^^<. —mzm^. u>/\°fip> -wm. hdl 
(3) e> nTt ^ X n --T ^il-g- $ it^ <Ji b Til t> —^6^ fcff*^ tlx 
^lo-.mmizr^^^-oiz'M-^v. m'b^^m'T^o ±m^^^^v. '^tmvr^mmm 

^^<m<vrc^^. ^#b7a:7&^^61ml©50% (w/v)5j^Ux5^1/>ifU (^^ 

aiooo~4ooo) ^^ts^Mm^m^myr^o ^©^. lornKDmskmrnm^ny-D 

>^> ■y^yy°y^v> ' (SlT thatj iv^p) m:^zf}ih^ — 

u-i^>-6 (mr riL-6j hi^^-o) ^^mE^mm (w.t mmmi i:^^^)) 
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(5) A-r:/U F-V^®7l^ 

it>^> • :ifT-> . tJnx^nU ^^->;i/ h ^>7;:7 ji^-if (hgprt) xmwv& 

mmz^mm\zm-^-r^i^i$^^m^^^^^u—>^mi^vrj:\,^^^ \z. n— 

(6) ^ n>^^Ig 

(2) (D t3« <h iwi T tfcfr'fffi ^m\^-r^^t\z^io. #m ircf* ^ :^ ^ f 
^ J; 5 iz^m.vxmm'r^m^mKm. mm^i^M ^ xt^m vuu ^ m 
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y^^J F--^H-48-2tt. ^IrJclS^ (2001^) 5^ 18 0#^j--e?*3iff ®:?iA 

mi 4'^^6) izm^mm^-^nxi^^^o m^mwem^it. ferm BP-7599*tr$>§o 

^Tc. ;\^yv }^-'^E-ll-13«^fe#-^:^tFERM BP-7698<hbT. A< >^U 

FERM BP-7700i:bT. ¥fi!cl3¥ (200l¥) 8i? 8 B#^t^llI^*fE$nTVi§o ^Tt, 
A-r:7'U H — •^0304«g|6#-^/^>^7ERM BP-8037<hbT. 7\-r:/U F-^KMTRHi 
Sfe#-^/^>^7ERM BP-8038i:bT. ^fifel4^ (2002¥) 5^ 10B#ttt?ffll^«f6$ n 

-r^:^^«. XS(6) ^T^#!iI§bX, i^i.T{C|BmT^X@ (7);0^Cin:#:(Dijim^ 
ff ^ ^l.?=5$>^^"e#§c ^fc> ^'>X(DJ3t7jc4'^X®-<>lf^-ri§«b. fll7jc/5^e>^ 



^77. (^!lx.tfBALB/c) Sb< «Nu/Nu^':7X. ^yh. =E)V=eyh. 

j^m^z^t^mTk^n^^t-fy^x^^. mm<Dmwf3i:^^^i^x\-±. ruiKot/^ 

u—tJVm^mm^y h (^J^«\ MAbTrap GimPiy h ; TTi/^ A:7 v 
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PCT/JP02/04816 



&sT(D^-olznv ^h-^^-C^^. ^T. m^&^VXl-^-t^y^Jlu-- (Ouchte 

riony) ELisA?i. xtiRiA&^^^^tf e>n^o •t^y^)]yu~~-m\tmmx\^;^ 

^m. [L4(0D280)=-ri>./^^n:7^U>ling/ml] J; D ^mf^^^^l^ J; 0 ff 5 ^1 ^: 

i)^X^^. 

T-M^0< vr^-m<D^-^)^y^^^^mmm\zm^(DmBi^mm7L^m^m^^x 
mmm\zm^M^)::^^':f^]^^m^%^m\^^xm>^^^ly. :^mm 

F{:i^^-r^?^^'l4^fi^^56^^ ^ ^-±;^^rL#:^^^LJEi:CD7l§■&(:I^^-r 
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Vzly^Zf^]i^n^rz:lt>(Dm^^tj:^mitLT. l^MCD^yh (M^il. SPOTs^ 

J. Delves. , ANTIBODY PRODUCTION ESSENTIAL TECHNIQUES.. 1997 WILEY. P. Shep 
herd and C. Dean. , Monoclonal Antibodies., 2000 OXFORD UNIVERSITY PRESS, 
J. W. Coding. , Monoclonal Antibodiesrprinciples and practice., 1993 ACADEM 
IC PRESS) o 

-^^-U. mTRAIL-Rin;#:®fe^X«T$7M@B^l>&^e>^Btbfc:tU3m^. m 
§V>>J3:Jine©DNA^^n^n51S75:^^7^ — tcia^a.^. ^B^ii^^^o 

m (cosiHM, zmmum) . M^mmM^m^i^n^. ' 
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:^mm\Z.^^^X. MTRAIL-RMf*^!. ff^Mi^m#:^±f ^(Dm^mt^^u 
V. '^(Dh^>:^i^:ii:=.y^mm-^-'^^m^n^5.)V^7^'^^^^(Dl^i$:m.B:l^\Z 

m^'T^'Ey ^ti-i-)vm.^^±m\zm.n-r^^t%n!mx^^ might, g. . e 

t al. (1991) Bio/Technology 9, 830-834) „ A-f F— x'^-T > H h n7?i§ 

^mz-^t)^x. A-ry^u F--7^ii5fi. 'mmj^m^^-^^. mm±m^iz=Ey 
i7u~-i-jvm.^^M±^'&^rcit>izm\^^Bri^^-of3:m.^mmmm. a&^v^tm 

X$>^o 

(9) m^o'itm 

^mBizmm(D:^m\z^v)mm-r^:iE-^'^x^^ 

^m^m^fc^M. TMiL-Rmwxun^mMLxi^^^mMmizy^ h 
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mm iz itmm^ r ^ o 
it. ^^mT^mm^mz^i^^xiootig/mmT. »^v<mofig/MmT. 

$f^U<(^0. 7jLtg/mmT. $ ^{C$?Sb< no. 02-0. llMg/mK MhWr^VKit 

it. :^mm<Dm^<DiE'mmm (thfpm) izM'r^7^h-^^xmm^ii7!}m 
mizm<t^^^^t^Mm-r^o id^m^mmtvtcm^. ^^m-r^m^^mz^ 

V^TO. OlMg/mm_h, ^rF^U<«0. lMg/ram_t. J:: < tA2-10xtg/inK 

$ e>f^$?SL.< 10-24 Mg/mK «fe$f < «24/ig/mmJiT-ab^o 

±fBb) BiTO fBm©^tt. -rfj:*:>'^iEMfls. mziE'^f^mmmmizitmm^m 

mmtm'^mm izMT^^mj^it^amm iz^m $ -& ;t a6 ii v xmmx$> 

lEnmmii.itmmmizM-t^r'^h-^'T.mmmmtiDm^^mmhvx^t 
z^fjtx^^o :$^mmiz:i5n^iDBomit&.T<o^3izm-ii^x^^. lE^mm m 
^tfkhffFMss) xitwmm (mx^t}^h±mmmmwcoio2o^; atcc ccL-22 
2) ^mmi^. :^mm(Dirii^^mmzmMv. —mmmmm^^o^mmmo^^m 

*MTTT>yir-r (Green, L M. at al. , J. Immunological Methods. 70:257-268 (1 
984)) Xitim7y^'if3:Eiz^K)m^-r^o 
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il <h f c J: D ^ m T ^ ^ <h =fc ^ § o 

mmmmT\zAmmm.^^r^Wi\zmm(D±^m^mmhrz (Rm^(D±m: iio~i 
20 Ml) . ^mm\zi3^^xn. MfB^#^ mmm.^xiQ':sLXSRmmmA^mm] 

iio~i20mi) c *^Hj{c*5ViT(i. tfiiH^f4=^ ^mmm. bxWjSLZSK)t^mm2A 
mm} hmmr^o 

:^mm(Dmmzi^. ±nE(D^{^xid5o^mimi^rct^\z. lE^mmm (thJifM 

m) iznVXlMOmf)m^\-£0. 01 u g/ml (lOng/ml) $f * L < «0. 1 u g/mm 

±(D^w.^^-r^%(D-fyt^^ti^o iE'^mm\znT^iDmt^u\^E^^-\i:fy^-m 
mmm\zMT^u)m:im^i^^mmmmmm']tti^^\^^t.i^^^r^ib. 0.02-0. 

lUtg/ml®LD50S^i-§fe©7&^^$ e{C$?^bVio 2^^0J(DE-ll-13in;#:. L 

-30-10in:#::5^lKKMTR 1 ijL#:fi. ^©ti hraiai:i^T^LD50fi7&^'2-100 w g/m 
1 m^\t2-2AuLS/ml. $f^b<^ilOOMg/ml) . Tb^-Z). MISfc^T^LDS 

ofiy&tQ. 02-0. iiMg/ini®tts^^bT:feD. lE'^mmizMt ^^±^^hmmmm 

mm^zif^-r^iMmt. ^mmm. ^xw^n^mmmAmm} (D^^xm^v 
rz.^^(Dmmm\z$^ir^imomh(Dmz-z:>\,^xmnvx^^o mmomy). je^^ 

mm izMir^moitm ® ^^^f^'^m < . mmm izM^^i^m^^i&i^ a ^mm 
mmm-^ii-fy^^^^^r-i^^ lE'^mmiz^-t^iMomu. mmmiztiT^imotitm 
hx. ^0i:tu:}^^\^^ua^mx^^t\^^^^ i^^m^'^<. mmm\zi^ir^ 
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fC^-rSLD50(D10f&e>^±(N/C=10J^Jb). J:{9$?*b<ttN/C=10-25*t?fe?). 
T, JliiC|!?^bVi|g|a:^WC-50. N/C = 50]y.Ji. N/C = 50;^^^100. N/C= 100i^i,±.. 
N/C= 100:0^ e> 1000 ^ S fc$f S U < ^lN/C = 250/5i lOOQ-rfe D . ^bTS 
^ ^ L < J WC = 1 000i^_h 7? ^ -5 o 

m (:7u-XH-^-r) 'j^i-m^^ri^ii^iz±m(Djz-of3:mm:^mm^mmT 
^^ii\z^rinmm.vxmmhx'h.i^\^^o ■^^•^^^^my.^tmmMit. m^<Dmm 

mm. -^u^yy^miz^^ma^^. xt^. alt^lJ^ j^mm. mmmz^^^^m 
un-¥^mf^^t^^x^^o 

^A\ZMVX. 10m 01mg7!?S1000mg^&i9. ^tlB^m. X«^!H{^5^ttX 

^-^-r^ZL^-^^X^^o #^PS-^-Zr«. IHII^O. OlfflgTZ/SlOOOmg^^T 

SM. ^ 1^ ait X J; o X ^Zih-fyiX^^. 

^mm(Dm^^\tm.mummit. iMii-Rmun^mmhxi^^^mmizmm-r^ 
-sim^^^T^m^ (DmmjL\tm.^<Dmmy.u'^m^(Dmmti^'^t^x^^o ^© 
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nmm. '^'^p^mm. B^mm. -^mm. Mmm. mmmm^±^m. m^m. m 
mm. miLmm. m^m. mmm. mmm. ^^z^mm. nt^ssni. i^-Bmnm 

um<Dmm-fym^ l ^ ® -z? .j; „ 
mmm 

±m ® Co io205 fc^i-r ^ mmm^mm-\i ^ ^-rm <. 
jim^(DCo\o2Qb\zn'r^mm^mmmi^^^'rm (-^-^mn MgG(r)#m«j:^ 

±m^mmEc\zti-r^mm^mmmik^^-rm. 

msait. thf«^STRAIL > h □—;!/) ®Colo205^rJ^^iESt: hJFF 

05bJl> «Mt hirLTRAIL-R2^y ^n-:^;PifL#: (H-48-2) (DColo205]StrJ? 
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0 5 dfl. #f®h ^^^;TRAIL-R2^/^P-::^;i/^rL^(L-30-10) (DColo20bJ^ZSiE 

ms e\t. mm\i hmuii-n=e y ^ u—rjvm.^ (f-4-8) ©coiozossitxiE^ 

ms f\t. If htn;TRAIL-R2^y ^7 n-:h;Vjrt#: (W-40-5) (DCo\o205J^ZSsE 

0 5 g^^. Ifmt hirLTRAIL-R2^y ii7D-±;i/fei;#:(0304)©Colo205:&OJlEl^ 

0 5 htt. hJrLTRAIL-R2^y ^7^-:^;^ti^:#:(0322) ©Colo205S:t)^^iE^ 

0 5 i ffMh hifLTRAIL-R2^y ^ u-±JVin.^ (KMTRl) ©Colo205]&tXjE^ 

m 5 j «Mt hJri:TRAIL-R2ty ^ D-:^;i/*rL#: (DIM) <DColo205Jt?^iEm t 

m5kU. ffi^fc hirLTRAIL-R2^y ^^n — :^;i/irL#:(0304, i^^^trCt MgGirL#: 

05 1 «Kt ^^^;TRAIL-R2^/^7□-:^;^^#:(KMTRK ir^tat: hlgGinC 

0 6«. mm\^hmukii-n=^y i7u—r)vm,m-n-n. f-4-8, h-48-2, l- 
30-10, w-40-5^, \}ig/^^7.mi^'^^mmB^-^vrc^^.(Dmm(D±^'^^m\ 

0 7«. »Mt: htn;TRAIL-R2^y i7n-±;PtrL#:E-ll-13^4, 20. muLg/-^ 

0 8H. 300inin^©fii)STr>x{CMb, mm\i hmMll-U'E / ^ U—f- 

0 9«. 100mIn*®^Mx'1:7 7«^'ML'^ fflM t htfLTRAIL-R2^y n-^;i/tn:#: 

0304^20 /ig/^'^Xffl#:-e3lHl PS BS#bfci^6DS=»c7):;>c#$^^|iJSbfeig:^ 
§^T0o 

01 IGOmm'ODJMJS^^Xfc^b. mm}i hmuil-n^ / i7 u—rjVtfi 

27 



wo 02/094880 PCT/JP02/04816 

# 0 3 0 4 ^ 2 5 M g / r> X iH #^ T 3 lEl S b i: ^ (7) M «- © >^ ^ $ & t'J ^ b 1^ m ^ 

ji^T. mmm^ux:$^mm^-^ ^\zmm\zmm-r^-fyK :$^mm'^^'t(Dmmm\z 



k hTMii-nRm2f)mmm±\z7^mmmvx\^^^mm^'^^rc^. t mrai 

C7feJffii!l©T5 y^^P^Vifct MRAIL-Rmr/t hTRAIL-R2 (i^AT TTRAIL-Rm- 
m2deltaj ^V^5) ]^^^ ^ — ^i^^mVTco TRAIL-Rmm2delta 

^n— Ff^DNAJ^. PCR^{CckDf^Sb:feo 

a) hTRAIL-Rmm2^li-^^^ — ®p® 

^MPCR^fir-5 (c^/cD. ^M<hbTffiVi7t©«, t hTRAIL-Rl®:m2^ n — 
H -r -5 cDNA^ -(S^-r -pcDNA3-TRAIL-RlS:tKpcDNA3-TRAIL-R2 
Tafe^o pcDNA3-TRAIL-Rmt;^pcDNA3-TRAIL-R2tl£JlTCD?^?*7?{taS^nfco 
:RthTRAIL-Rl DNAS:mRAIL-R2 DNA.^. ^®5' 5^>^{:iEcoRISB^J^. t<DZ' 
T^JssfcNotllB^J.hJ^ihn H>^#Jp-r^^C0:^U ^ tfMIIMj^K (PGR) ^^tV^ 
mmvt^o t:hMS*cDNA (ClontechaM) ^^M<hLT. TRAIL-RH^-^ V^T 
tt^^-r : 5' -CACGAATTCACCATGGCGCCACCACCAGCT-3' (@H^J#-^ 1 ) :BlXS 

5'-TTTCTCGAGGCGGCCGCTTATCACTCCAAGGACACGGCAGAGCCTGTG-3' (@H^iJ#^ 2 ) 
.TRAIL-R2(cr3l/^TS^°^'f N'-.i: : 5' -CACGAATTGGCCACCATGGAACAACGGGGACAG 
-3' (iB^[I#^ 3 ) ^XS^' -TTTCTCGAGGCGGCCGCTCATTAGGACATGGCAGAGTCTGCATTACCT 
-3' (@H^J#^4) ^-^^b. :7°^^:fPfxDNA#U p^^-if (^7^3 • tf-T- 
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^jvcDVcmj^^^n-oT^. imi^-^ntzTuii-immuii-nnm^. EcoRi-Noti 
mh-thxmmv. m-mm-cmm-^nxi^^Tcpcdrnz (invitrogen^hM) 

-Izm^^hTco #e>nfey^X^ F^PcDNA3-TRAIL-Rl]&tXpcDNA3-TRAIL-R2i:^ 
^Lfco pcDNA3-TRAIL-R2{c:m^jAStlfeTRAIL-R2«. mnm7.:/y-( zy> 

^0mj^'^rirc2-Z)<Dm}i(D'^X\ 1320bp©cDNA{r3— F$n§440T$ 

b) k MRAIL-Ri:S:m2delta^?i^^^-©p® 

t: hTRAIL-RlSilKR2delta^JS^^:$^-^i^i.T(Z):S^li{CT»ilMbfco 1-351©T 
5 yMiB^J^^^TRAIL-Rlg|5^^y5^}<\ 1-348©T S / MSH^J^^-^TRA 

VL-m%^f^YiS^hU^^'^':t3 7s^ Y-^^m.T^fz.^\z.. TRAIL-R1S:D^^R2 

*)^(cEcoRISH^J. 3' '^mzMQ\.mM^m:±.^Yy^¥StV(^ 
^^CDPCR^JlK^ff ofco PCR^^. TRAIL-RHCOV^T^5:tU :=f^^ HT/^-f 
T-5'-CACGAATTCACCATGGCGCCACCACCAGCT-3' (iB^J#-^ 1 ) ^lK5' -TTCTACGAGCG 
GCTTATCACAGCCTCCTCCTCTGAGA-3' (i3^J#-^ 5 ) TRAIL-R2tC-D V^T^^t U rf 

^ V-r^^^ F y ^-r "7— 5' -CACGAATTCGCCACCATGGAACAACGGGGACAG-3' (SB^J»-^ 
3) :R:t>'5'-TTCTACGAGCGGCCGCTTATCACAAGTCTGCAAAGTCATC-3' (Ba^J#^ 6 ) 
y^5^-^PfxDNA:^J^U y ^— tf (^^:/r]H-T-;Vx;i/%i:m) . ]5:lKpcDNA3-TRAIL 
-RLpcDNA3-TRAIL-R2^^ffibT. (94t:. 20# ; 65°C. '6m \ lOS^lX. . 75# 
FbDx 25it-r^;KO^#-rfTofe„ ^|fS$nfc:TRAIL-Rmt/R20f|5^^>^5=-F^. 
EcoRI-Notlifjt^bTWUfco ^bT:icOEcoRI-NotIifM-^EcoRIi:NotI»* 
-e^?i^bfepEFneo^^3^ — (::aSi^b7t<. #e>nfey^X5 F ^pEF-TRAIL-Rldel t 
aS:0^pEF-TRAIL-R2de 1 1 a b fco 

c) t hTRAIL-Ri:RlXR2delta^ig|ffl)iS©f^SS 

b) T{^®bfepEF-TRAIL-RldeltaJ^r/pEF-TRAIL-R2delta^. LipofectAMINE PI 
us (^yn y— ;Vx;i/a:i^) ^^V^T. (American Type Culture 

Collection No. CCL-1) fc^Abfco 3ie^^A«'s'Xa.T;i/©:;^fe^cXtfo 
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htcm. G418 (^y^u}£-7-)VJ^m±m) ^lfflg/mn::fj:^ J;5^cj]px.. VMf^ 

i-n^v ^u—jr)imi^ (DAKoa^) ^fflVijfcFAcs^w&ff v^. mm=f-mx^n 

Um) ^fflV^T. ^©^na.T;P{;itJ!oTfTo;^ [Matteucci, M. D. and Caruthe 
rs, M. H. (1981) J. Am. Chem. Soc. 103, 3185-3191 M] , U ^ l/:;^^^ K ^3; 

cDM#tCC)ViT2j^tJ^-^^TfeJ9. ^^e3t"5Jtg^J:14#^-fe#:ifJt (SC20) 
^t-r^^'^X^^-ea^D^ (Tomizuka. et al. , Proc Natl 

Acad Sci USA., 2000 Vol97:722) fcfBtfe^nTV^^o ^fe. ^^B^^F^H'felgS 

aCo5) (h-^>X>'a:r:«j/:i7 x"j7X) ^'^0. Wi^Ufi 

shwilde>®#^ (Nat BiotechnoL, 1996 Voll4:845) }cfBm$nTVi§„ 

'>7.®3^@Bi:icfc D#e>n^^'x'^XSr*«e>(D|g'& (Tomizuka et al. . Proc Na 
tl Acad Sci USA., 2000 Vol97:722) Izmm^nTc^rnxM^nX^. ikm^\Z\iV 

immBLXs K.^mf)mm\zm.\i^^ri^m^ (kbifL#::^^'T^x) &m&u(isii 
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ida&Lonberg, IBC's 11th Antibody Engineering, Abstract 2000 ; Ishida, I. 
et al., Cloning & Stem Cells 4, 85-96 (2002)). UTcD^m^mzm^^Tco 

^mmm\zu. ±m-^^ T^cDmB^mnWi^^mi^r^^^ T^fsiii (^m ?ft (2002) 
mmm^ 20, e, 846-850 fe^vi;^c= 75:^5, tuist hifL#:^^x"^x«> mm 



RmD^^R2delta^m929lffllS, X«k hTRAIL-RlS:lXR2®|fflia^Mi^<> t MgGl 

k hTRAIL-Rlfc^f-r-St h^y ^7^-:^;^^^:#:©i^®^^e^<^lbT. t hin:#: 
:g^-T^7X^C. ^1rg^!]n:{tMb;^cTRAIL-Rldelta^JiL929IEia (SxlO^MIS/ 

125) ^:&^m\zwm'^Mi.rz.o wmmM-^^ b &sm^. mmm^&^&m^mz^ 3 

M^MJSMfC^^b;to t hTRAIL-R2fC^-r^ t: h'E J ^7 U—i-Jimi$^(Dmm 
^BmhVX. ^^Lhifi^M^'^^T.lz. ^iiMl'r#®bfeTRAIL-R2delta^iiL9 

2mm (ixwmm/m) ^mf^rHizwrn-^rnvr^o nmm 
^mj&p^iz. \mmm\z5\B\^rcmm^mvr^o ^\z&,'T\zm.^^mm(DMm 

Tci^yn^m^mmmiz^mvnio ^r^. t htrL#:i^^^^XfckhTRAIL-R2© 

n-A^ F tm-^hx^Tiz 2 mmm\z 2 m^^u. $ e, iz&,-rizm^^mm(Dm 

#3 B M |W| > A° 5? K ^ b feo 

^m-^tiTc^^T.ti-^^mm'&n/xuvy/m^^mmiz-m'i^v. ssomg/mi ^ 

m/K*:^ h U "^A, 50^'fi/iiil ^-y^J>. 50Mg/ml X h Uy° h^^^ zy>^-^ 
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^ ffl v:^ T ^< L feo ^ rL ^ mm b f^MflSMS^i^ ^3S^5 b TlfflUa ^tty^ ^ 
bT^fflfla^&?|iJ^b;^o— 10% PCS (i-i^^%l:8i) &^t?DMEMmi-a (^:/ 

5 % X T TMI^ iftS 1 X 1 0'lfflSa/ml ^m^tj:\^>j:.^izmmhrc^x,u 

-^mm SP2/0 (ATcc no. crl-issd ^mmizmskmmEMmmTsm^v. mskm 

hlz. Si^^iJt LT50% (w/v) :a^UX5^l/>^^U 3— ;H500 (^-U>:^;-^> 
^8637°Ct;iJp?^bT*5VifeflilfiimDMEMig±-aiiiil^2|lIlCi^ttTl0o < 

—•^(DmirRU. 10 milium (Fetal Calf Serum. FCS) h}i^^^>^ 
>(H) , Y^J -f'T U >(A) , 9^5 > (T) (i?AT THATJ 5 o : v'i5'^v&gi) 
^^M^^mmm^^'^'^mt^Z.li\z^r^^i'i'Dfz.. •^^\Z. 10% FCS<hHT (-> 
^^•^m:) t^"^*t-^DMEMi§:ffi^ffiViTRg##IRSfci D~>>ii^;i/i7D — 

ff'Ttf ofcc tilt hTRAIL-RmiJtR2t h^y n-:^;l/in:#:^:^^-r § A-T :7^U 

k ht/i^n— :^-;i/trL#:®Jltifc#ttta:. t^5z!i-r^^*S^^^®«T^;/^'f (ELI 

& W^f ^ t J:; D fx o o 

|IW!l4S:I)^^M^!l5tCK!i-^§ELISA, mjS\zUm¥\\^'^%^Wct^Yk^m^\z^ri. 

bTRAIL-RlJ^rJ^7Xt*R2fc#^e5;^>KjiS'l4&Wi-§ k h^y n-±;VtfL#::fe:g 
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BS{CJ:;D±:^$n;^c am X. irL#: ^ it iJfe t" § o ^ J:: 09 e. Td: 15 H 43 T . 

:/U H-^^n — >t3:^>i;7';i/^D->S:g-r : 1-13. 1-18, 1-32, 1-40, 1-43, 
2-6, 2-11, 2-12, 2-18, 2-47, 2-52, 3-1, 3-7, 3-10, 3-23, 3-33, 3-42, 3-5 
3, 1-13-6, 1-32-9, 1-40-4, 1-43-43, 2-6-48, 2-11-5, 2-12-10, 2-47-11, 2- 
52-12, 3-10-19, 3-23-8, 3-33-7, 3-42-3, 3-53-15, 2-18-2, 3-1-7, E-11, E- 
14, L-30, N-18, X-14, E-11-13, E-14-4, F-4-2, F-4-8, H-48-2, L-30-10, N- 
18-12, W-40-5, X-14-4, X-51-4, X-51-12, A-11, G-3, H-34, 1-22, 1-35, J-2 
1, J-26, K-8, K-16, K-57, L-4, P-28, P-36, W-42, X-13, X-60, Z-23, 1-39, 
A-4-27, A-4-29, G-3-10, H-34-2, K-57-12 W-42-2, 0304, 0322, KMTRi:&D^^DlMo 

^n?>©5SH-48-2^3:, ¥sKi3^ (2001^) 5^ \%B Hn-TrmiLnncmAMmi^m 
m-^mnm mn^mmm^>^~ (0*H^fegmo<«^-mmiTsi»i-ifei 4"* 
me) izmmmui^r^. H^^te#-^«, ferm bp-7599-t?$)^o ^rc. E-11-13, 

F-4-8:S.m-30- 1 Ott, 1 (200 l^P) 8^ 8 B # ^t? JtfB^t6-fe >i^ — \zm^. 
mt^VTco m^.mm.m^U. E-H-IS/^^^FERM BP-7698Trabi9, F-4-87&TOM BP-76 
99T$.D, L-30-10/^>tFERM BP-7700-e&^o ^fe, E-11-13, F-4-8*3 0:^-30-10 

^^ifei3^(2ooi^) io^ii0#itTJifB«te-fe>i$'— {cBii^^teb:feo m^.m 

fe#-^lt, E-ll-13)?>tFERM BP-7770T&D, F-4-8/5tFERM BP-7768T2fe , L-30-1 
0:;&™M BP-7769'rfe^o 030443 J^t^KMTRUi, ¥^14^(2002^)5^10 0 

#ttT±f2^fe-fe>^ — ^cH^^fEbfco iil^^f€#-^ti, 0304;?>™m BP-8037 
KMTR1/0^7ERM BP-8038Ta5^<, 



mmmA fch^fe^^n:/U>MSiAc (IgK)^Wr§, b birCTRAIL-Rl^y 

U~i-}VmtXmi htrLTRAIL-R2^:/ ^ u-±)]ymi^(D^klh 

i^y. ^tl^n TTRAIL-Rl-hFcJ , rTRAIL-R2-liFcJ tV^-5o (ALEXISl±^o 
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%(D%mm) ) ^0. SAig/mi ^)>mmm^m^^7K {^at tpbsj ii^^^^ ) \z 

iS^bfet)©§50Ml-r-:5. ELISAfflgBT^CT-fi^D^V-h (Maxisorp. y^y^^^t 
m (0^^3:.)V\Zlm^. ^?^TlB#^T$>^V>>tl4t:T— B^-r >^^:x^- hL. TRAI 
L-Rl-hFcX«TRAIL-R2-liFc^v-r ^7n:/l/-h{cffi^«$itfe„ _h?S^it 
T. %-^:t.)V\zy^U^y^yifUU (SuperBlock Blocking Buffer. 

PIERCE^tm) ^JD;1. ^WT:ZQ6^m^ TRAIL-Rl-hFcXJSTRAIL- 
R2-hFc;^i^*^-^bTVi/^Vig|5f4^>^n>:/^ bfeo ::®cfc^fcbT. ^'J'xjV^TRAI 
L-Rl-hFcXmRAIL-R2-hFc7?3i— > ^lyfz.'^-i ^ uy'V— h^^mi^f-. 

^^3^)V\Z. #^®A-r:/U F — -^©t^^itf (50m1) ^J0^> ^^MTT-lBtrfl 
HJ^c^itfcti:. #':7x;i/^0. 1% Tween20-^^PBS(PBS-T) •r2lHl?5fe#b7to 

Biosource Internat ionalft®) ^ 10% ^ n >y iJ^x— X B ^^M^^^^^fc 
m) "^WPBS-T-r2000{^{:i^mbfe^?^^, x;i/{:i50 m UH;^. ^?MT30^-< 

^uy°\y—h^. PBS-T-e3|nI?5fe?^m. TMB^fiSK^^ (D 

^^:x.)v\z{i.%mm (ioomi/'>3:;i/) ^jjp^. M/i&^±8e)7to ^^fi450nffl c#m 

^S*570nin) T^^^S^ V-T n y Ix- h U (MTP-300. UU±mm.%. 

m) ^S'i^bTto ^7t. A-r ^--^0304. 0322. mTRmmm<Di^mT^m, 

^CDr^^, #S.nfctfLl:i hTRAIL-Ri:Rm2trL^©5'&— 
:S:Z^^S2tc:^-ro 5t#bfet htrCTRAIL-Rl^y ^n-:^;i/m#:Oit>^i> 

^XJS:U^3^^Sii&'I4^^-r^Tfe^„ ^2«. :^#b;^fc htrLTRAIL-R2^7iJ7n 
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PCT/JP02/04816 



1 



krf/iTRAI L — Rl 






TRAIL-Rl 


TRAIL-R2 


1 — 13 


I g G 4 


+ 


— 


1 — 18 


I g G 4 


+ 


— 


1 — 32 


I g G 1 


+ 




1-40 


I g G 1 


+ 


— 


1—43 


I g G 1 


+ 


' — 


2-6 


I g G 1 


+ 


— 


2-11 


I g G 1 , 


+ 


— 


2-12 


I g G 1 


+ 


— 


2-18 


I gM 


+ 


— 


2-47 


I gG4 


+ 


— 


2-52 


I g G 1 


+ 




3 — 1 


I gM 


+ 




3-7 


I gM 


+ 




3-10 


I gG4 


+ 




3-23 


I gG4 


+ 




3-33 


I gG4 


+ 




3-4 2 


I gG 2 


+ 




3-53 


I gG 1 


+ 
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hiriTRA I L-R 2 






TRAIL-Rl 


TRAIL-R2 


A-4-2 7 


I gU 




+ 


A-4-2 9 


I gM 


+ 


+ 


A- 1 1 


I gM 




+ 


E- 1 1 


I g G 1 




+ 


E- 1 4 


I g G 1 




+ 


F-4- 2 


I g G4 




+ 


F-4 - 8 


I g G 1 




+ 


G- 3 


I g ,M 




+ 


H- 3 4 


I gM 




+ 


H— 4 8 — 2 


I gG 1 




+ 


1-22 


I gM 




+ 


1-35 


I gM 




4- 


J - 2 1 


I gM 




+ 


J - 2 6 


I gM 




+ 


K— 8 


I gM 






K- 1 6 


I gM 




1 


K— 5 7 


I gM 




t 


L — 4 


I gM 




+ 


L — 3 0 


I g G 1 




+ 
1 


N- 1 8 


I g G 4 






P - 2 8 


I gM 






P - 3 6 


I gM 




+ 


W-4 0 — 5 


I gG 1 




+ 


W- 4 2 


I gM 




+ 


X- 1 3 


I gM 




+ 


X- 1 4 


I g G4 




+ 


X- 5 1-4 


I gG 1 


_ 


+ 


X- 5 1-12 


I gG4 


_ 


+ 


X- 6 0 


I gM 


— . 


+ 


Z- 2 3 


I gM 




+ 


1-39 


I gM 




+ 


0 3 0 4 


I gG4 




+ 


0 3 2 2 


I gG4 




+ 


KMTR 1 


I gG 1 


+ 


+ 


DIM 


I gGl 


+ 


+ 
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feo TRAIL-Rl-liFcXJmAIL-R2-liFc^n-T-^ >^Lf::^-r ^ D ^ 1/— h ©^-i^ 
rc;i/(c. ^JiM4Tm#bfe#>5?(Z)A'f F-v©i§«±?f (50^1) ^JPx.. 1 

The Binding SiteftM) ^iPA> ^STT IBtP^I-T >^a-^— b 
Lfeo PBS-TTr3III?5fc?t!t. SKMWI^ (TMB. DAKO%tM) 

^7x-;i/) ^JPX.^ K^^-^^M^fz.. ^S:R450nm (#M^feS570nni) "TO^^S^V-^ 
i7D:;^l/-hU-i$^- (MTP-300. :□^:^«^^fcM) T?il^L;^Co ^fe. A-<:/U 
H— ^0304. 0322. KMTRlSirKDlM©'f^®-r §ln:#:tt. lOJCfBg^CD^^^ffl 

-To 



fls^c^Ts. mw\^-^Wi^\^Tz^'^j ^u---r)vm^(Dm.m'^(^wn^. facs 

^tr-effofeo 2xlOVml©^t«T\ L929^fflflg. TRAIL-Rldelta^m929$fflBS. TR 
AIL-R2delta^m929M^. XX'O^^MMM. 0. l%NaN3. 1%FCS'^^PBSCD 
Staining Buffer (SB) }c^3S$-a-:feo m^WM^ (100m l/'^ a:;!/) ^967^^^:/ 
V—V (^^ h>^V ^y^>V>a®) ^c^^aLfeo m^L^^3^g| (2000rpin>4°C. 2 
^) bfc^, Jim^^^b. ^M^dS-rtg^bfe/N-f :/U K-^®±§«J:^»(50m 
l)§iD^TM#b. ^?aT30^FBl^MbT;^^e>. (2000rpin. 4t:. 2:$^') 

bTJi^SI^Sbfeo ^1/-/ h*100Ml/'^a:;K^SBT2|Hl^^bfe^. 0. 0125mg 
/mlcDRPEm^Sli'^it^trLh Mg/c F (ab' ) 2trL#: (DAKOthM) 30/xl^jjn;l, tR 
laTSOij^rBl-r >4^:x^-hbfeo SB-e2|Hfrife#bfe^. 300/zl®SB(-il^lb. FAC 
S (FACScan. Y^f 4 v^yv y^W) -^^J^^m^^SS^t'J^bi^Co ^ 
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CO^:^. ViTn©?A#:=feTRAIL-Rldeltaf6?^L929^IHMX«TRAIL-R2delta^llL929 
B . TRAIL-RmmRAIL-R2 LWm^ Iz^^ir § lfi:#:T $>^:it f)^t>i^^ o feo 

^MM3^fe^l^»!l475M^IIM67$/^e>f#e>nfeb hifCTRAIL-Rl^/ ^ D — ^ 
±m§ffiViT. ;^jii1SMJ!S-e$.§Colo205 (ATCC No. CCL-222) IzM-^^mmm 

#'>a:;]/JClOM iToJP^fio m#LfeA-r :/U F-^OD— §|5(^-3ViX, -^^irL 

>hD— ;Vi:bX. t hmm^TRAIL^>/1iJ7K (DAKO^fcM) ^^?tS100ng/ml 
X^ffiU^^c I^'I4n> hn-;i/tbT. fMgG (BiogenesisihM) ^ffifflbfco 
37t:> 5. 0%^m:*fXT-e48NPPBlit«Ufe^. MTSK« (Cell Titer 96 AQueous N 
on-Radioactive Cell Proliferation Assay: :/n^:^f%hM) ^WimW(D:^mz 
m^mmV. ^^3:;V{^20Ml-r-:P^JPbfco $e>(r37°C. 5. 0%^m;^7XTX2 

mmmmvr^^^. ^m^onm mmmm^om) •v(Dm^m^'^-t ^uzfu-hv 

(1420 ARVO ^)V'f-^^)\^fi'0>^~ : WALLAC^fcM) XM^b. 5 hn> 

TIB^^CJ; D^tBbfe : (%) = 100 X (a-b) / (c-b) (^4^. a^^ 

;v®M^flt^^n^'nst>-r) o w,^^m\---ims\z^^msA.\z^t^ ^3 

Ji. b btn:TRAIL-R1^7i^n-:^;i/irL#:§jg^f H-^©i§*±^f4' 

Colo205J^lXt: ME#lf^MIEH^f^^^t-^|ffllM^MSlS&'l4^^-rSTfe D . 
^4«> k h*n;TRAIL-R2^y ^'^--:^;^ifL#^:^^-r^A•<:/u -Tc^tS^Jt 
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o 



* 3 



t h^TRA I L-R 
1 






Colo205MB^ 


1-13-6 


I gG4 


— 


— 


1-32-9 


I gG 1 


— 


— 


1-40-4 


I gG 1 


— 


— 


1-43-43 


I g G 1 


— 


— 


2-6-48 


I gG 1 


— 


— 


2-1 1-5 


I gG 1 


+ + 


+ + 


2-12-10 


I g G 1 


— 


— 


2 — 47 — 1 1 


I g G 4 


+ 


+ 


2-52-12 


I gG 1 


+ + 


+ + 


3-10-19 


I gG4 






3-23-8 


I gG4 






3-33-7 


I gG4 






3-42-3 


I g G 2 






3-53-1 5 


I gG 1 






2-18-2 


I gM 


+ + 


+ + 


3-1-7 


I gM 




+ 


sTRAIL liig/ml 









+ + : 8 0 %&.± 

+ : 2 1—79% 
- : 2 0%1^T 
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4 



t hJriTRA I L-R 2 






Colo205lfflJ3S 


E - 1 1 - 1 3 


I g G 1 


+ + 




E — 1 4-4 


I g G 1 


+ 


+ 


F — 4 — 2 


I g G 4 


+ 




F — 4 — 8 


I g G 1 







H— 4 8 — 2 


I g G 1 


+ + 




L — 3 0 — 1 0 


I g G 1 


+ + 





N— 1 8-1 2 


I g G 4 


+ + 





W- 4 0-5 


I g G 1 


+ + 


+ 


X— 1 4 — 4 


I gG4 


+ + 


+ 


X— 5 1—4 


I g G 1 






X— 5 1 — 1 2 


I g G 4 






A- 4 - 2 9 


I gM 







G- 3 - 1 0 


I gM 


+ + 




H- 3 4-2 


I gM 






K- 5 7-12 


I gM 


+ 




W- 4 2-2 


I gM 






sTRAIL Ijig/ml 









+ + : 8 0 %U± 
+ : 2 1 ~ 7 9 % 
- : 2 0 X&sT 



tret MgG(r)#MW^U ^n-:^;]/tfC#:##ffiT (t hmTRAIL-R2^y ^ n- 



'1':7^U F--^©^^±^t&^ViT. iE#t hif^MF^-feMI^-r^^HUVEC (Bio 
whittakera^) JcMT^MBS^^^^'ffi^M^Lfeo EGM-2i#ii^ (Biowhittaker 
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n-;i/<hbT. t MgG (Biogenesis^hM) ^{fi^Bbfeo 37°C> 5.0%m^;9^XT 
T48B#rBli§«L./fe^. MTSS^^ (Cell Titer 96 AQueous Non-Radioactive Cell P 
roliferation Assay : ynp<:^faM) ^mmm<D:^mzmmmv. ^^x.)Uz 

nm(#BS^^:R630nm) -rcDS^T^S^-^^ ^ n y'V— h U— (1420 ARVO -^JV^^ 
^;i/:^J^7>i^— : WALLACE©) TfiiJ^b. 5 h n > F U T(Djl5ntg^3t=^i bT. 

^:^^S4{C:^f o t htrLTRAIL-R2^y ^n — :h;VJn:#<hPtttn> hn-;i/i: 
aifj:59, t hin:TRAIL-R2^y ^ D— ::h;i/Jn:#::^^'HUVEC*fflfla{;iM 



mmm9 iihiE'^^mm.mmizM'r^mm^mmm^ 

IIJffi#U47!;M6y&^e>#^ti:^b htn:TRAIL-Ri:Rr/R2^ / ^7 a — ^JPm^^M^-f- 
^A-rr/U F^— ^©lg«±m ^fflV^T> lESt: MT^MIfflflaHuman Hepatocyte 
(^T TOBaMj (Tissue Transformation Technologies^hM) izM^f 

^m^mmmm^^m\mvr:io ^^mi^mmm^z7x:'xmMv. cmsoomm (ce 
>^m) iz^mi^Tco 37t:. 5. o%Mm:«'xTT4. 5P#rBijt«L;^c^. mm(D^m 

5/ig/mlfc/^ci:^ J^>5 rc-^^^iak MgG ( r ) U ^ D-:^;^^rL#: (>'^7^-T:a: 

m) ^'&'y:r.)v\ziOii\'r'Z)mxrco miinyhu-jvtvx. thigo (Biogen 

esis^hM) ^mmhTc. 37'C. 5. 0%Mm:^fXT-r24^rat§«byc:^. SI^^T 
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kll-Ri:^^^^ y ^ a—ir)Vtfi^^^tsmm±m^mx> Protein A (TvvyA 
>'T;UV>'TAW:^5^i7a^) ^rKO. 8X40cm (/-^^ y ]^^m) ^ffl 

m.mmmmtvx?Bs. ?§mM«mibTo. 02m i/vz^ymnm m 3) ^ 

^LiTT:7^ -7^^— ^agL;^o ^mS^^^SIM Tris (pH 9. 0) ^» bTpH7. 2 
ilSM$n7ttrL#:^?^ti. (lOOOO:^?^^ h> spectrum Labo 

ratoriesft®) ^ffi ViTPBS{;iemb. MO. 22Mm >:/^ >r7^ ;i/i57-MIL 
LEX-GV (5U#TttiS) -rr^M^b. ffiSt hirtTRAIL-Rmm2^/^ n-:^ 
;i/irL#:^#fc. lfmirL#:cr)^ftSt3:280nin(D®^S^a'j^b. Img/ml ^1.4 OD <h 

{:iXfTofeo t hirLTRAIL-RmrXR2^y ^P-:?-;i'*n:#:j^feA-i' H — 

N'^lOng/ml Recombinant Human IL-6 (R&D Systems%hM). 10% Low IgG Fetal B 

ovine Serum (HyClonett®) ^^eRDFtSt-til IzMW^thfco ^ICDiH 

^>'^>>'a.U> (S/ig/mK ^:7'nH-T-;i/a:;i/%[:M) . thh^^X^'rc 
U> (5Aig/mK ^ynlf— ;i'X;^aM) . x^y— ;i/T5> (0. OlmM. ^ 

/f^^tm) . M-^\y>m±h^JOA (2. 5xlO-'mM. . lOng/ml Reco 

mbinant Human IL-6 (R&D SystemsliK). 1% Low IgG Fetal Bovine Serum (HyCl 

one^fc^) ^meRdFmm mMmm^m) izMmi^r^o y^:y^=nzTmmi^. a 
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mmm e> # e> n^if m t b in:TRAiL-R2 1 y ^ u-i-jvm^^m t. i^m 
mmm-^^^zomo^ (atcc no. ccL-222) \zMt^mmmmmm^^m\^hrco 
10% Fcs^^MPMi±giftTt§abTVifecoio205iiEiis^2. b^WMommzmM 

^^Lfc STt:. 5. 0%MM:^fXT-e24^^^i^«bfem. ^©in:#:*^?*^10. 1 
00. 100Qiig/mUzf3i^Jz3izlOij.l/rt7 3^jl.TUuX. $ 5 {;ii^^irL t: MgG (r) #S 

;l/^bX. fc ha*i^TRAIL^>A°57K (R&D SYSTEMSliM) ^^^SSO. K K 10 

•rD(DKm^^f^V(D^m\tl 2 0 1 -trfe-rjfeo fcJ:*5> 0 3 0 4 i:KMTR 1 \z 
•D\,^XU. ^nxU >;^7--rabS-V^trLt MgG (r) ^7 

(DR}^^m^rzr)(Dmm\-^l l Oti I-i^^-dT^o MTSS*^ (Cell Titer 

96 AQUEOUS Non-Radioactive Cell Proliferation Assay: p< 

m(D::^mz^\,mmv. ^^x-jvizzouLiT-D^invrco -^^^z^ix:. ^.o%^m 

:^XT-e2NFWt§«Lfem. ^^S490nin (#M^^«630nln) TroS^^S^T-i' ^7 n 
:fU—hV~^~ (1420 ARVO •t;V5^^^;1/;^7>^>^- : WALLACE) TS'J^U. 

|g ® ^ ^S^MM 7 i |WI # fj; ^ D ^ tb b o 

:^\z. ^M^^!llO;^^e>#e>nfefc hiaTRAIL-R2^/^n-:^;VJn;#:^ffiViX. HH 
Mfl^ (Tissue Transformation Techno logiesti:M> In Vitro Techno logies^fc 

m.) \zM-r^mmmmmm'\i^m\^i.r^o ^TmmEmm^^ix:'Tmmv. cmbs 
Qomm (CEDRASiM) ^m^^Ti. 5xiQVmi(Dmmizmmvrcmz. #'j7:n;noo 
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itm^m 3. U> (20Mg/iiiK ->^'-Ta®) . ^)Vti::^> (Tng/mL z^^' 

vt±M) . /\-( }iun)i'^'/y (7. 5/zg/inK S/^'^tt^) . fc hEGF (20iig/inL 
h>5^^ ^y^>y >a®) ^^DMEMigJ-fi i^^^Tl^m) ) XJlCM5300itiffi-\ 

JVisliU^. ^Sfc-V^trct MgG(r)#mKJ^U^7D-:^;Vin;f* (v'^^TftM) 
^i^MlO, 100Mg/raHc}^'g>ct-5{c€-^7i;i/{c:lO/ilt'"3iiQ;^feo IX#b7tA-r 
:/U F-^®— glJtcov^^T. "V^rtn:!:: MgG(r)#^W#Ui7n-:^;V^#::£^ 

O^tOODHJS^feT^D 1 2 0 /i 1 Tc5ofeo 0 3 0 4<hKMTR 

iJcov^T^. i7nxu >:^-Tafe^'¥^tn:t MgG (r) #^W^yi:7n-:^ 

^^b. 6-C'3i;i'^cPBS^100/il5nx. $efcTriton X-lOO^^MJtO. 8% {ctS:^ 

my y-^^ mU.W: (CytoTox 96 Non-Radioactive Cytotoxicity Assay: '^u^ 

m±m) ^mmm(D:^mizmHMmL'. :cjviz5Guii'r-^mmvr:io yu— 

0 ARvo Tjv^^^jvti^y^- -."^kLikc^m) izxm^vTuo imcomm^'m^ 

mu^\z^r,Mmvrc. 

:^m^mm. mm\zmMiyrcmi^(Dmm^mm\z^'Drc^^y}z. ^mi^mmiz 
M^^ia 5 a-iMiJ^j^i^s jc^-To nisfo^sv^T. m%xmn (-•-) « 
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1215 k. m5m^^in\i higG(r)wmm-^^J ^tJ-i-MK^^mrnvf^^^^mm. 
io205. :^mEn\^hftfmnmm\zM't^mmi^mmm± (LDso^ii) ^^-r^i? 

;^li0|[HjgSColo2O5{;:^t-^LD5O#^i> 965^¥^:/l/— h ©m^fe D 100 
/il®i:gffijc2. 5X 10^(Z)^BH^^^eb. SHS^Mt bJfLTRAIL-R2^y ^ D-:^-;!/ 

IE#t hffF^M^flai:iM-r§LD50f6«. 967^¥Syi/- hOlT^^fc D 100m 1© 

3. L-30-10. KMTRHi> t hffiM;^MTRAIL^fflM*n;#:H-48-2^:Jtg«UT. t: ME 

^rc> KMTRl«IIS£^!l4®^m<^OTRAIL-RltTRAIL-R2t(DMl/ii:/i$7--{C|g'& 
t--5^:i7555ge>/5^<h75:>:>T*5D. ^® in:#: }^ TRAIL-R 1 L TRAI L-R2 h<DE%ib<DV 

z.^'v. i-so-iomQfig/mi^mmzmiui^x^^wm5o%]^±^^Lrcz.h 

f}^^. L-SO-lOcDLDSO^ilOMg/iiim-feafe^o in;#:^»JS ^ n h b 

F-4-8Jio. \ixg/m\^f^fmm\zmi}nvrcm}^'v±^mmo%&LT'e:^'=>rz.z.t-^^&^ 

F-4-8(DLD50«0. 1 Mg/mmT-^fe^o L-30-IG t im^f^lUlffflt^J^lS^^V^TLDSO 

^mWVTcm^. 0. 002Mg/ml t^tB^tlfeo KMTRlRr/DlM©LD50^i. tfe^ClO 

:^-;i'ifL#:^^JrabTVi;^j:V^Bt (i^J^T rm?3l®B#j ^) . KMTRUilOO/^g/ml® 
*t#a=&^JPbTfeJFF)ll*fflflS©^#^jJ?^*50!K$TllI^ilt«^:^^ofe^:<h/6^5. 

:^^ai0Pt©LD5OJ^lOO M g/iiim±T^§ C a: $5SIIbfeo 

:klZ. IE#h hBTIEHacDLD50;0^Xolo205^ffllM©LD50©{sjjg-efe§}0\ ^©tb (N 
/CJt) S^e^feo *iMm{$B-ll-3JWC=25. 45 (10'f^Jg;±), DIMWC 
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=Qi&.±(iom&.±) . omm^Mmm/c=^o {\omu±) . L-3o-iottN/c=240(i 



5 



MMb hin:TRAIL-R2 




C0I0205 


N/CJt 




LD50 dug/ml) 


LD50 (jag/ml) 




E-11-13 


2. 8 


0. 11 


25. 45 


F-4-8 


0. 002 


0. 02 


0. 1 


H-48-2 


0. 12 


0. 15 


0. 8 


L-30-10 


24 


0. 1 


240 


W-40-5 


7. 47 


0. 7 


10. 7 


0304 


0. 002 


0. 02 


0. 1 


0322 


0. 06 


0. 04 


1. 5 


KMTRl 


>10 


0. 04 


>250 


DIM 


>10 


0. 15 


>67 


0304 i^m 


1 


0. 02 


50 


KMTRl (mm.) 


>100 


0. 1 


>1000 


t hmm;lMTRAIL 


0. 25 ng/ml 


2 ng/ml 


0. 125 



n^mm mmwm^^. mmz^—>n>^ no. rcbo46i) . jurkatiHM 
iTmmv>nmm^s ±B:$^mmn^^^m:) iz-oi^^x^rnvrco U25im(c 
^-r§i^.^-e(^, geTt^isyi/— hcoiT^^j^o loo/x icotgisici. oiio'mn^ 
mmv. zrc. 5% co^^^sTtrtt^b, mi$^^^Bmiui.. mmmmTizAsmm 

5% co^^^yrrAmmmmvr^mzmmcD^^m^mmvr^. kj^t. #^#:®ld 

E-ll-13(DlI25Ufflflai3:MT^LD50:0. 3. Jurkatlffll^JC^"r ^LD50:0. U 
L-30-10©U251^fflJ3§J;i?biJ-T^LD50:0. 17. Jurkatm}C^T^LD50:0. 13o 
H-48-2©U251*fflBS(;i^-r§LD50:0. 24. Jurkatmi:i^i-^LD50:0. 07o 
F-4-8©U251lfflflafcMt-^LD50:0. 03. Jurkat^lffllSJc^c^f ^LD50 :0. 004o 
W-40-5<^)U25lMicM'r§LD50: 1. 0. JurkatWa}^M^^LD50:0. 48o 
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mT^:&mz'^-ox-^^xm^^y')v^m\^^xmi[i^r^o 

iz. ±mmmmcoio205^5xiov^^xmi^x^mvni. ^mimm^ioa^i^iz. 
&m V rcmm(D±^ $ v . l tk-^® $ T^^^T^ti loomm^x^soomm^ t 
f3:^um'^'y::^5$>^i^u7 m^mtvxm:^i-fvr^. mB'^'^^omi^p^iz. 
mm^i^ K 4. 20. 25. iooMg/vr>xe#: mo/ii(D?^s\zmMhrc%(D) § 

«^<D:^^$^tiJ^bfco ^#:®!^'l4n> bn-;v (Control) <hUX. 
^ir^HSA^rt#:^^fflbfco 

#E-11-13> F-4-8. H-48-2. L-30-10. W-40-5^Ug/V^7;M#:-r^#bfeS^Tr 
H-48-2tc5i^^m75^^6n, E-11-13. L-30-10. F-4-8> W-40-5®JlliTtn;tt 

#l^5&^e.thkuTif>;^< a:fel3BF«1l«5g|fII$iJ~?l^^:S::^^'«^$n;^ (H-48-2 

E-11-13^4. 20. mtig/'^^7.m^xi^-^vr^mx\t. ^■¥bfc-7'j7x^T 
iz^i^^xmmm^^^^mm-^nrcio 20fj.g/^^xm^<D^-¥&iz:^^^xm^mM 

wmi^-¥4Bm (07® 1 iBfcMS) (Dmmi$^m(D^i^m5. irnmK 

in!llS# 6Btt(lll7(D13B fci^^) (Z)J3fr^#:^(D^i^«64. 3mln^ 
tJISlS#8a^ (07 ® 1 5 B(cM^) ®®»#^®¥J^t^61. Smm^ 
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tJtiiK# 1 1 Btt (EI 7 © 1 8 a izmm (DmmmMo:>^m±i^. Wo 

■^BlZ. ^i^hxmSOOm'hfJi^mim'^^T.l m^mhVT. E-11-13^20/x 
g/~^'5'7.ffl#:T'«#b7^M^. »/^cj:®^Jlli^5^li^^nfc (0 8) o 0 8{c43 

1 1 am. 1 3 Bt^fc^#) ufes^fc^stt^M^^^t^MBt^'fb^i^T^aDT^ 

?ZII1I^#2B^ (0 8(D1 1 BlcM^) (DmmmM(D^i^\t24Q. 9imK 
Wm^^4 Bm (0 8 ® 1 3 B JC^^) (DMm^mo^i^mU. SmK 
Wm^^SBm (0 8 CDl 4 BtcMS) cDjtt-*#:^©^i^«146. 2inm^ 

Wm^-^lB'^ (0 8 CD 1 6B {Cfl^) (Dmmmt.(D^^i^m2. ImmK 

i?niHi^#9 B^(0 8©i8B fc^^) (Dmmi^m(D^i^mi. BmK 

lOlEl^-^ 11B^(0 8(D2OB tcM^) (Dmmi^m(D^mt.n. 3mm^ 

ionise 13 B^ (0 8(D22B izm^ (Dmmi^m<D^mtm. iim\ 

wm^-^ 15 01^ (0 8 © 2 4 B t^M^) (DmmmMo:>^m-tm. smmK 
wm^-¥ 1 8 Bt^ (0 8 © 2 7 B izm^^) commmM(D^i^itim. z^mK 

vxm 1 oornHz t^^^o izmm-^^ xm^m^v xm^ nvr^o mm^^ 
mmiK^ so^^g/^'^xflf* (200fii(D?BSizmmi^r:i^(D) 
mm(D±^-^^m\Mvrco 0304^20 Atg/^i^^^s^-e 3 mpiafe-^ (s*t 
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wm^-^7B'iM (m9(Di sBizmm) <DmmmM(D^mti8. 64imm\ 

:^h^X\ 1 2®^©Balb/c5?— (B^^^l/T (») %i:j;DliA) ® 
W^U^Tt^. ^MIfflMColo205^5X10V^'>Xffl#:-e#Sb;^o #«10B^ 

b;^o Sn;#:®Pt'l4n> hn-;V (Control) ibT. t hKHSAtni^:^ 

bfco 0304^25Atg/s''^XiH#^T?3 |Hl^# 1 0 B^. 1 3 Btt^ 1 5 B^ 

10)0 mmi^m(Dmmmtit&,T(Dmvx$>^r:io 

W^^-^ 3Bm (01OCD13B iztm) (DmmmM(D^m^^4. mmmK 

wmn-^ 5Bm (HiocDisB \zmm (DmmmM(D^i^m2. ssTmm^ 
wm^-¥ 8bwl (eiio(di8b \zmm (DmmmM(D^i^m^. mmK 
wm^-^i 2 B# mi o<D 2 2 Bizmm) (Dmmi^m(D^i^m4. sYimmK 

Wim^-^ 15Bm (EI10(7:)25B (CM^) ©«^#:^0¥i^«26. eBW. 

Wm^-¥l 9Bm (01 0®2 9 BfcM^) C9fij»#:^®TOS27. 565nmi\ 

wm^-^2 5Bm (010035 B\zmm) (DmmmM(D^i^mo. mm\ 

150|H1S#2 9B^ (01 0©3 9 BJC^^) (Omm^mcD^i^mi. Q92m\ 

wmi^-^ 32B^ (0io(D42B \zmm) <Dmmi^m(D^^mtn. mmK 
wm^-^ 12 B^ (01OO22B izm^^) \z. 5m^3 mxmmom^^m 

150111^^ 3 B'^(Dmm^mu^-^^4. %2Qm^xh D . 4b%^±(Dmm(Dm^\^f)^ 
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m9J^lSl Oiz:^^^X. rvehiclej ^#:^S#T^f-^fe«3^^?-r 
UTM bfePBS (200m 1) ^^To 

0304^ mmmmM^^ii i (cisv^x^^nTv^^ct^^c. tn;#:^si0P#jc:feVi 

xmmnmmm^'Bi.xs^mmmi'k^tmw\-±. TRAiL-RmtJ^vx«TRAiL-R2^ 
mm^x\^^^mmzmm'r^-mm.\znr^^m'^u^mM. m\zm^m.mmm-m 



1 3 HMt hmTRAIL-Ri:&mRAIL-R2^y ^ n— :^;^^^:#:(DTRAIL- 
RmmRAIL-R2 fc^f § ^-^^fOtt 

^JSM10;a^e>#S.nfe«®t htrCIRAIL-R^y ^7 n— ±;l/i^;#®TRAIL-R^::Mf 
§|g'^il^U#*> i^T{CtBmt-§;^^{::«eoXBIACORE 2000 ( t: 73 Tt^fe^^^h 

1) TRAIL-Rl-hFc. TRAIL-R2-hFc®@^'fb 
TRAIL-Rl-hFcX«TRAIL-R2-hFc^lOinM Acetic Acid (pH4. 0) XH^tSlOMg/m 

MiJ0J»fBm©;&?£lC^A£o 7Co TRAIL-Rl-liFc:&mRAIL-R2-hFcCD:i; :7°'J >i7' 
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RAIL-R2-hFc7J)t495. 4RU:d^^HS'fIi$ nfe <h:^WI$ nfe„ 

2) n^^^msmm^(D'mm 

20Atg/nil®*tMt htrtTRAIL-Rl^y iJ^n— 2-6^. TRAIL-Rl-hFc 
^'fb bfe-fe y^—'^v ^±.\Z.l^f^ms\\.. irL#:;OnRAIL-Rl-hFc t^-^ b)^ ;i i 
^lSIIbfe„ ^CDtt. 50 mM NaOH^15#rBl^.iPb. M-^" L7tin:#:^nRAIL-Rl-hFc 

L}^o i^Vi-r^ SfeUfeTRAIL-Rl-hFcf'^b. ^5g20M l/^"e«Mt fttTRAIL- 
Rl.^ / □-:^;Vin:#: 2-6^KINJECm (Irb^rBm-^. 1 :$3^Pb1^^) TT^JpLTt 
^{^50 mM NaOH^15#PBl?^JPb. TRAIL-Rl-hFc^^^^it^, ^V^^) it-f 

NaOH©15#rBl^ijpi?. TRAIL-Rl-hFc>0^*^?St-^ ^ Lt^Kn^-^tl^ ^ tm^^^^ 
hfai-Dfco mm(Dm^^. TRAIL-R2-hFc *®^Yt:Ufe-fe>it-5^'y :^^20Mg/iii 
IcDffMt hiri:TRAIL-R2^ □ — r^;^^^L#: E-ll-13^ffi V^TfrV^. IUDS^^ 
TRAIL-R2-hFc:^^^S^ njfg-r ^ ^ i: b fco 

3) ^BSf^^m^t 

ffl^fc hirCTRAIL-Rl^y i57n— :^;Vin:#: 1-13> 2-6. 2-12^^n^'tlHBS-EP 
(HTr3T**^#%hm) 2.U 4.2, 8.4. 16.8. 33.5. 67.0. 134. OnMlC^Pi 

L-R2^y i7n-:^;i/trL#: E-11-13. L-30-10. H-48-2. F-4-8. W-40-6. X-14-4$ 
■^-tl^^tlHBS-EP (}drnrm^^^m T. 0.52. 1.05. 2.1. 2.09. 4.19. 8.3 

■en^^n©-fe>+f— ^^A^MV^T. BIAevaluationV :7 h ver3. 2 (tiTnT^ 
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f^lct Dkinetics0^lt^fTo;feo Fi 1 1 ing model i: bTBivalent model 

^/gviTGiobai fitting^frvi. 'i^^mm^^. mnmmmwc^Misbr^. ^fe. 
zL(D--o(D^m^^M-m-^ti^Mm^'^ mm) ^^mb^o 75:^5. fitting^:: 

l§^^S6:srJ^^S7 fc^fo ^^(Dkassltm-^^m.^W:^. kdiss^l 



6 



hJiTRAIL-Rl 


kass (1/Ms) 


kdiss (1/s) 


Kd (nM) 


1-13 


1. 08X 10^ 


4. 58X10-" 


4. 24 


2-6 


1. 62X10^ 


1. 86X10-" 


1. 15 


2-12 


1. 63X10^ 


7. 80X10"" 


4. 79 
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h*rtTRAIL-R2 


kass (1/Ms) 


kdiss (1/s) 


Kb (nM) 


E-ll-13 


5. 27X10^ 


3. 84X10"^ 


0. 0729 


L-30-10 


6. 13X10= 


1. 44X10"^ 


2. 35 


H-48-2 


5. 75X10^ 


1. 58X10-* 


2. 75 


F-4-8 


5. 63X10'' 


7. 05X10-" 


1. 25 


W-40-6 


1. 74X10^ 


2. 92X10-* 


16. 8 


X-14-4 


6. 55X10" 


2. 93X10-* 


44. 7 



(1) E-ll-13. L-30-10> H-48-2irL#:jie^0DcDNA^n — - >^^i^ii^^^ 

H-^E-ll-13. L-30-10. H-48-2* lOng/ml Recombinant Human IL-6 
(R&D SystemsttM). 10% Low IgG Fetal Bovine Serum (HyCIone^fcM) ^#eRDF 

i7ii^cmk(D-aJ^m^(D^u-=~>^lt. SMART RACE cDNA amplification Kit 
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5|agCDtotal RM^mmhLX. 1st strand cDNA^^Mbfco 



1) 1st strand cDNA (D-^^ 

Total RNA 5JLlg/3^1 
5'CDS lul 
SMART oligo l^il 

5XBuffer 2pl 

DTT Ifjl 

DNTP mix lyil 

Superscript II l|il 
^1]P^42t:T?l. BBtWO^n-^- h Ufeo 

$e>fc> lOOiLilcDTricine Miiei^M^T^^. 72°C-r 7 ^^f^l-r >^a.^— h 
1st strand cDNA^lX#U75:o 

m 

mk<Dm^M\z\t. Takara^fcOZ-TaaSffiVifeo 

cDNA 2nl • 
lOxZ-Taa Buffer 5^1 
dNTP mix 4m1 
Z-Taa l|Lil 

y^-f^-1 
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mm(Dmmiz\t. UMP (smart race cDNA amplification Kit ; ^u — >y=-y^ 
^M) ^hh-6:7°^-rT— (5'-GGT CCG GGA GAT CAT GAG GGT GTC CTT-3') (la^iJ 

#■^7) sffivi, 98^1 6B°cmp(D'^^ ^)v^zommr)Mvr^. -^^iz. z. 

(DKm^lixl^mmhV. NUMP (smart race cDNA amplification Kit ; ^u- 
y^vC^-^tU) ^:hh-3 (5'-GTG CAC GCC GCT GGT CAG GGC GCC TG- 

3') mmmn^) ^mi^t. 98°ci#. ^rcm^(D-^-( ^)v^2Qmmx)mi^f^. 

iii|'SL;^PCR]£ii/^PCR purification kit (^T^'>%tS) fcJ^DM 
Mb, hli-4 (5'-GGT GCC AGG GGG AAG ACC GAT GG-3') (iB^J#^9) ^r/^-T 
V— ^bT. -^SiH^JcD^^^ff ofco E-11-13. L-30-10. H- 

u~~>'^:BLnmMmm^M\zn.^m(D-:f'y-(^—^m.m\^rc. ummmi^mz. 

tnH48KBgl(5'-ATA TAG ATC TCT CAG TTA GGA COG AGA GGG AAC C-8') 

fco ttnCHNhe (5'-GAT GGG CCC TTG GTG CTA GCT 

GAG GAG ACG G-3') (@3^J#-^11) ^ffl V^TPCR^ff (QSt: 1 60'C30 
72'C30#) . miliiipicDNAifM-SSalL Nhel'e^^'fbb. #^-e»S^$tl 
X VifeN5KGl-Val Lark^^^— (IDEC Pharmaceuticals, N5KG1 (US patent 
6001358) ®g^^^^i$7— ) \zmXVr^o #A^nfei2^'i/^'5^direct sequencefc 

^iSa. UMP (SMART RACE cDNA amplification Kit ; ^ □ — >^^;/ ^?±M) t. 
lik-2 (5'- GTT GAA GCT CTT TGT GAC GGG CGA GC -30 (ia^il#^12) 
^"y^^-^m^X. 98"C1#. 68t:30#Oit^i7;V§30|p|^DigbXit'|iibfco 
^e>JC. ^KD^JS;^ 1 ulS^St b. NUMP (SMART RACE cDNA amplification 
Kit ; ^U — y^-v^ %fc^) t lik-6 (5'- T GGC GGG AAG ATG AAG ACA GAT 
GGT G-3') (g3^J##13) ^MV^X, QSr 1 68t:30#(D1^--i' ^7 ;l/§2GIIIIl 
DMb^Co CO^. iii|iib;fePCR:gt;^PCR purification kit 
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®) IZjzO hk-6 (5'-tggc ggg aag atg aag aca gat ggt g-3') y'^-i ^ — 

-^ — ^mmVTc. mmmmi^mz. tnH48Hsal (S'-ATA TGT CGA CTA CGG 
GGG GGC TTT CTG AGA GTC-3') (iB^J#^14) ^^^V. CCO^^^ x' — 
^ffiViT. ^^Zbl^t^^'hUn^^'^Vrz.. #S6?Iy^^-r V— ^tnCkBsi (S'- 
AAG ACA gat ggt GCA GCC ACC GTA CGT TTG AT-3') (IH^JS^ 15) ^ 
ffl ViTPCR^fTt/^ (98°C1#. 60°C30#. 72°C30#) . mmn^^zMmn^ 
BgllL BsiWITm^ftlb. l^-#^-e^S^$nTVifcN5KGl-Val Lark^i7^ — {c^ 

<E-ii-i3 mm'^^mm> mmm-^ le) 

GTCGACTACGGGGGGGCTTTCTGAGAGTCATGGATCTCATGTGCAAGAAAATGAAGCACCTGTGGTTCTTCC 
TCCTGCTGGTGGCGGCTCCCAGATGGGTCCTGTCCCAGCTGCAGCTGCAGGAGTCGGGCCCAGGACTGGTGA 
AGCCTTCGGAGACCCTGTCCCTCACCTGCACTGTCTCTGGTGGCTCCATCATCAGTAAAAGTTCCTACTGGG 
GCTGGATCCGCCAGCCCCCAGGGAAGGGGCTGGAGTGGATTGGGAGTATCTATTATAGTGGGAGTACCTTCT 
ACAACCCGTCCCTCAAGAGTCGAGTCACCATATCCGTAGACACGTCCAAGAACCAGTTCTCCCTGAAGCTGA 
GCTCTGTGACCGCCGCAGACACGGCTGTGTATTACTGTGCGAGACTGACAGTGGCTGAGTTTGACTACTGGG 
GCCAGGGAACCCTGGTCACCGTCTCCTCAGCTAGC 

<E-ii-i3 mm'^^mm> (bh^'J*-^ it) 

MDLMCKKMKHLWFFLLLVAAPRWVLSQLQLQESGPGLVKPSETLSLTCTV 

SGGSIISKSSYWGWIRQPPGKGLEWIGSIYYSGSTFYNPSLKSRVTISVDTSK 

NQFSLKLSSVTAADTAVYYCARLTVAEFDYWGQGTLVTVSSAS 
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<E-ii-i3 mmpi^mm> (@b^j#-§- is) 

TCACAGATCTCTCAGTTAGGACCCAGAGGGAACCATGGAAGCCCCAGCTCAGCTTCTCTTCCTCCTGCTACT 
CTGGCTCCCAGATACCACCGGAGAAATTGTGTTGACACAGTCTCCAGCCACCCTGTCTTTGTCTCCAGGGGA 
AAGAGCCACCCTCTCCTGCAGGGCCAGTCAGAGTGTTAGCAGCTTCTTAGCCTGGTACCAACAGAAACCTGG 
CCAGGCTCCCAGGCTCCTCATCTATGATGCATCCAACAGGGCCACTGGCATCCCAGCCAGGTTCAGTGGCAG 
TGGGTCTGGGACAGACTTCACTCTCACCATCAGCAGCCTAGAGCCTGAAGATTTTGCAGTTTATTACTGTCA 
GCAGCGTAGCAACTGGCCTCTCACTTTCGGCCCTGGGACCAAAGTGGATATCAAACGTACG 

<E-ii-i3 mm^mmm> (bb^!J#-^ 19) 

MEAPAQLLFLLLLWLPDTTGEIVLTQSPATLSLSPGERATLSCEASQSVSSFL 
AWYQQKPGQAPRLLIYDASNRATGIPARFSGSGSGTDFTLTISSLEPEDFAVY 
YCQQRSNWPLTFGPGTKVDIKRT 

a$IDNACDl3IRr?i$^.#a^x @H^iJ#^16©5'?N>^>0^e>30#S<DT-7=^^> (A) f)^^ 

<Dr^:=.y (A) t.AQ2mm(D^'7=-> (g) mizmm-r^o ts. ymmm\z^\,> 

v). u%mB(Dr^=^y (A) uwfj^^'^mmT^^o mm-^fir^mmmBrnm 
(s) ST-rfeo. ^^i$-<Dmmt.mmmmi(D27mB<Dir)\,^^y cq) -r^. 

mmMA(Dmmm^}^j^. mmmmsoD^' ^ii^^^ s 35# s oa/O^ ^ « c ^ ^atg 
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<L-30-10SmRT^ffi:^> (iBM#^20) 

GTCGACTACGGGGGGGCTTTCTGAGAGTCATGGATCTCATGTGCAAGAAAATGAAGCACCTGTGGTTCTTCC 
TCCTGCTGGTGGCGGCTCCCAGATGGGTCCTGTCCCAGTTGCAGCTGCAGGAGTCGGGCCCAGGACTGGTGA 
AGGCCTCGGAGACCCTGTCCCTCACCTGCACTGTCTCTGGTGGCTCCATCAGCAGTAGGAGTAACTACTGGG 
GCTGGATCCGCCAGCCCCCAGGGAAGGGGCTGGAGTGGATTGGGAATGTCTATTATAGAGGGAGCACCTACT 
ACAATTCGTCCCTCAAGAGTCGAGTCACCATATCCGTAGACACGTCCAAGAACCAGTTCTCCCTGAAGCTGA 
GCTCTGTGACCGTCGCAGACACGGCTGTGTATTACTGTGCGAGACTGTCAGTGGCTGAGTTTGACTACTGGG 
GCCAGGGAATCCTGGTCACCGTCTCCTCAGCTAGC 

<L-30-10 aSlpJ^MJ^> (SH^iJ#^ 21) 

MDLMCKIOVIKHLWFFLLLVAAPRWVLSQLQLQESGPGLVKPSETLSLTCTV 

SGGSISSRSNYWGWIRQPPGKGLEWIGNVYYRGSTYYNSSLKSRVTISVDTS 

KNQFSLKLSSVTVADTAVYYCARLSVAEFDYWGQGILVTVSSAS 

<L-30-10 ilSI Pl^Mi^> (iH^J#-^ 22) 

AGATCTCTCAGTTAGGACCCAGAGGGAACCATGGAAGCCCCAGCTCAGCTTCTCTTCCTCCTGCTACTCTGG 
CTCCCAGATACCACCGGAGAAATTGTGTTGACACAGTCTCCAGCCACCCTGTCTTTGTCTCCAGGGGAAAGA 
GCCACCCTCTCTTGTAGGGCCAGTCAGAGTGTTAGCAGCTTCITAGCCTGGTACCAACAGAAACCTGGCCAG 
GCTCCCAGGCTCCTCATCTATGATGCATCCAACAGGGCCACTGGCAGCCCAGCCAGGTTCAGTGGCAGTGGG 
TCTGGGACAGACTTCACTCTCACCATCAGCAGCCTAGAGCCTGAAGATTTTGGAGTTTATTACTGTCAGCAG 
CGTAGCGACTGGCCTCTCACTTTCGGCCCTGGGACCAAAGTGGATATCAAACGTACG 

<L-30-10 @fIW^^J^> (@H^J#-^ 23) 

MEAPAQLLFLLLLWLPDTTGEIVLTQSPATLSLSPGERATLSCRASQSVSSFL 

AWYQQKPGQAPRLLIYDASNRATGSPARFSGSGSGTDFTLTISSLEPEDFAV 

YYCQQRSDWPLTFGPGTKVDIKRT 
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(?)y-xn> (A) t462#@©^'rri> (G) mizitm-r^. ys.ymmmz:^v^ 
X. mm'^^mm\tmmmn2\(Dm^-^-^^uAmB<D±^jy cs) ^s^tts 

T (Signal P ver. 2) SIM© v^^:^;HB^iJ«iH^iJS-%21®N*ysii; D 26 

mm(Diy^±)vmm\tmm^^2i(Dmi^^y)2mm(D^^j> (s) 

J5^^#©N5^)^m3^JS-^21®27#@0y;i/iS^^ > (Q) ^ t-^m^-^-^ 

^iiDNA©|imiB$^.'#at> iB^J#-^22(D5'*^^/0^^31#@(OA)0^&«C^^ATG 

3F>i?feD. '^^mmm'mm-^^^4\mB<Dy^-> ca) ^-e-rafe^o 
ymia^jt^i^viT. ■5j^MJ^«ia^j»^23©N5^^>6^e>i27#g(DU>^> (k) ^ 

^J#^23c7)N*)^j: D20#BOD^^U (G) ^IJ-esbD, figsa#:cDN7fe^tSiBM 
#-^23®21#a®^^;U^^ >m (E) TS.'g) ;i<h/0^^gge>;5^^/j;ofco 

I 

<H-48-2a§IpI^M:^> (iB^J#-^24) 

tcgactacgggggggctttctgagagtcatggatctcatgtgcaagaaaatgaagcacctgtggttcttcgt 
cctgctggtggcggctcccagatgggtcctgtcccagctgcagctgcaggagtcgggcccaggactggtgaa 
gccttcggagaccctgtccctcacctgcactgtctctggtggctccatcagcagtagtagttactactgggg 
gtgggtccgccagcccccagggaaggggctggagtggattgggagtatccattatagtgggagtactttcta 
caacccgtccctcaagagtcgagtcaccatttccgtagacacgtccaagaaccagttctccctgaagctgag 
ctctgtgaccgccgcagacacgactgtgtattactgtgcgagacaggggtctactgtggttcggggagttta 
ctactacggtatggacgtctggggccaagggaccacggtcaccgtctcctcagctagc 
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<H-48-2 mm'^mmm> mmm^ 25) 

MDLMCKKMKHLWFFLLLVAAPRWVLSQLQLQESGPGLVKPSETLSLTCTV 
SGGSISSSSYYWGWVRQPPGKGLEWIGSIHYSGSTFYNPSLKSRVTISVDTS 
KNQFSLKLSSVTAADTTVYYCARQGSTWRGVYYYGMDVWGQGTTVTVSS 
AS 

<H-48-2 mm^^mm> (B5^j#^ 26) 

AGATCTCTCAGTTAGGACCCAGAGGGAACCATGGAAACCCCAGCGCAGCTTCTCTTCCTCCTGCTACTCTGG 
CTCCCAGATACCACCGGAGAAATTGTGTTGACGCAGTCTCCAGGCACCCTGTCTTTGTCTCCAGGGGAAAGA 
GCCACCCTCTCCTGCAGGGCCAGTCAGAGTGTTAGCAGCAGCTACTTAGCCTGGTACCAGCAGAAACCTGGC 
CAGGCTCCCAGGCTCCTCATCTATGGTGCATCCAGCAGGGCCACTGGCATCCCAGACAGGTTCAGTGGCAGT 
GGGTCTGGGACAGACTTCACTCTCACCATCAGCAGACTGGAGCCTGAAGATTTTGCAGTGTATTACTGTCAG 
CAGTATGGTAGCTCACCTCTGTACACTTTTGGCCAGGGGACCAAGCTGGAGATCAAACGTACG 

<H-48-2 mm'^^mm> (iH^j#-^ 27) 

METPAQLLFLLLLWLPDTTGEIVLTQSPGTLSLSPGERATLSCRASQSVSSS 
YLAWYQQKPGQAPRLLIYGASSRATGIPDRFSGSGSGTDFTLTISRLEPEDF 
AVYYCQQYGSSPLYTFGQGTKLEIKRT 

(jyy^-y (A) <h485«a®ify-> (G) raic-feB-r^o jmWM\z.^\t^ 
T. aiI'5I^MJ^ttiB^J#-^25©N*^55>6>152#a©>feU > (S) ^^^-TTrafe 
f9, 153#@©T^r:> (A) £Jll^;&^^^^MJ^7?25So jt^^lB^J^S'JV 17 h ^cc 
T (Signal P ver. 2) SII® >'^^:^;^@2^[I^^IE^[|#^25(Z)N7{5^ct D 26 

#a®-feu> (s) ^Tfi^tfj^nTco *iM^nfcfiiiMes®N7^^fl5^^^fffCcfco. 

a^I©vi^:^;^@B^J«SH^J#■#25©N?|5>^ci;D26#@®-feU > (S) 
^^^#:©N7l5)^«IB^J#-^25®27#@®^^;i/i5^^> (Q) 'li^^Z.b.fim^ti^t.ts. 
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mmmko mmmthj^j-i.. ib^u 2 6 © 5 ' 5^)^ e> 3 1 # @ © a;?)^ ^ « c ^ § atg 
jmmm^^^^x. -^mmmtmmmm7(Dmm^Bnms(DVi^y (k) * 

<Dm^ J: D 20m m <D V (G) STT^D. ^i!cfa#:®N*3^J3;Se^J 

300 ixg (D RNA e Oligotex™-dT30<Super> ( ^ S B & M ) i; D 13 |jg (D 

polyA^RNA ^ t# <> t# S tl fepolyA^RNA ^ # #^ i b T SMART RACE cDNA 
Amplification Kit n — >^^y iJ7;^j >7^-— 1±M) ^.^V^X. -^O^M^i^S 

mm\zu-DT^u-->^mm^mmv-T:. *n;#:3tfe^® pt^^:®©cdna^^ 

»b:feo WMb;^polyA-^RNAi.Ong^#^tbT, mm^mmiz^ 

h^#:cDaii mr. asi«HM<i:t>ir^-r) :fej:tK@a mr, mm 

IgGlp. Lmm : hk-2) SMART RACE cDNA Amplification Kit#M®UMP 

y'^-Y^- (^^b fecDNA<D 5'5N^ fCf^M ^ n § it ffiSH^iJ ffil^iSiJ ^cj: :^ U :^ ^ 
iJ7l/;r^F) ^y^-f ^— fe-y h^UT^ffibPCR{CJc^H^U-^WJi:pJ^ 

f) ©iii|ri^fTo;feo PCRtl. LA PCRfflTaq DNA Polymerase T 25 § 
TaKaRa LA Taq™ (SMitftS) ^mmVT^o ^>y°U— h DNA Si x LA 
PGR Buffer iKMg'* plus). dNTP Mixture ^400 jiM iW^'M&) . — 
2a#0.2 pM. TaKaRa LA Taq 2.5 U/50 ^l^^t^mWzmMVX . ^ v'S'^tf 
>PCR (94t: 5 #JllK72^ 3 % (Sit-f jV) ->94*C 5 #\ TO^C 10 # 'Bl 
m2''C 3 ^ (.51^^ ^)V) ~^94°C 5 68°C 10 # 72°C 3 ^ (20it 
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T;yp-xer;i'«^;^icIbTiHii|XL.. >:/^ >:&|S V^^DNAlf®^^^ h-e$.^ 

QIAquick Gel Extraction Kit (^7^>1ltm) IZX^UVtz-a 3^MbfeHV43 
^ ZS-LVWr h- IZ-Z) \^^X . ABI PRISM® 3700 DNA Analyzer ( Applied 

BiosystemsthM) ^ jgffl bTDNA:^-Si5^iJ^t:fe^ bfeo ^fc> HV]^lXLV®it 
iHifritH. -en-^^nTAii7 □-->ii7l£^ffiVi§pGEM®-T Easy Vector System 

Mm'^^^zitMivrz.o DNAmXiH^Jt;^^cD7tfie)fc^i/ifey^-r "T-oiH^iJ (H 
$1 : LSI : hk-5^Z^^hk-6. :S.rXpGEM®-T Easy Vectorffl : SP6^:T7) 11 

PCRTiitlU;^o fflV^J^y^-r V— fe-y S8 (C23LBCLS:rJ^'C23LBsi) 

^1ci!j~T!f^400bp®iffJt^lHli|Xb. >:7^^>^^ V:^^DNAliS4^^y hlr&^QIA 
quick Gel Extraction Kit (^T^~>afi) t^lTttML-Tto to;^^ ^i^^ — 
$>^N5KG4-Val Lark (IDEC Pharmaceuticals, N5KG1 (TJS patent 6001358) 

(D^^^^^-) \z-^\,^xummzmmmmBgi II. Bsiw iMa^ms^^ffofe 

til, I^JU >m'fk^Si:bTAlkaline Phosphatase (K coli C75) (SfS^S^h 

m.) \zx^m\^tz.mz. T-^u~7.^ivnh%.mt.Ti-NAmm^vvxmQ^hm(D 

DNA^lHllRb:feo iine>20(^»fitt:T4 DNA ligase ^ffi l^^T ^-^ 5/ a > 
UTs :^M«DH5a^^AbT?^Mtem#:*#ifeo N5KG4-Val Lark {C0304in; 

^i.m(D^]~y~+uimm.m.i)^wx'^nrcy''^7.^ fdna. n5kg4-0804l^s 

iR L Aiff itMa(Z)DNA^gSS3^J b TDNA:^SIH^'J (:i^m#/^)^^7^ (/^ ^1 
(h^m^^Ufeo bT#e>nfeN5KG4-0304Lt^HSIpI^^:^^^#At"^fe 
.ei6> 2^y^7.^ HDNA^0JPS#*Nhe L 'Bi.XS. Sal ITJlSJ^-^ifb. $ 
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e) ©IB^J&SS t:^bfec 



<0304fiilRr^^:^> (@B^J#^28) 

CTCAACAACC ACATCTGTCC TCTAGAGAAA ACCCTGTGAG CACAGCTCCT CACCATGGAC 

TGGACCTGGA GGATCCTCTT CTTGGTGGCA GCAGCTACAA GTGCCCACTC CCAGGTGCAG 

CTGGTGCAGT CTGGGGCTGA GATGAAGAAG CCTGGGGCCT CAGTCAAGGT CTCCTGCAAG 

ACTTCTGGAT ACACCTTCAC CAATTATAAG ATCAACTGGG TGCGACAGGC CCCTGGACAA 

GGACTTGAGT GGATGGGATG GATGAACCCT GACACTGATA GCACAGGCTA TCCACAGAAG 

TTCCAGGGCA GAGTCACCAT GACCAGGAAC ACCTCCATAA GCACAGCCTA CATGGAGCTG 

AGCAGCCTGA GATCTGAGGA CACGGCCGTG TATTACTGTG CGAGATCCTA TGGTTCGGGG 

AGTTATTATA GAGACTATTA CTACGGTATG GACGTCTGGG GCCAAGGGAC CACGGTCACC 
GTCTCCTCA 



<0304fiilBj^M®> (i5^J#-^29) 
MDWTWRILFL VAAATSAHSQ VQLVQSGAEM 
GQGLEWMGWM NPDTDSTGYP QKFQGRVTMT 
SGSYYRDYYY GMDVWGQGTT VTVSS 



KKPGASVKVS CKTSGYTFTN YKINWVRQAP 
RNTSISTAYM ELSSLRSEDT AVYYCARSYG 
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GAGGAACTGC TCAGTTAGGA CCCAGAGGGA ACCATGGAAG CCCCAGCTCA GCTTCTCTTC 

CTCCTGCTAC TCTGGCTCCC AGATACCACC GGAGAAATTG TGTTGACACA GTCTCCAGCC 

ACCCTGTCTT TGTCTCCAGG GGAAAGAGCC ACCCTCTCCT GCAGGGCCAG TCAGAGTGTT 

AGCAGCTACT TAGCCTGGTA CCAACAGAAA CCTGGCCAGG CTCCCAGGCT CCTCATCTAT 

GATGCATCCA ACAGGGCCAC TGGCATCCCA GCCAGGTTCA GTGGCAGTGG GTCTGGGACA 

GACTTCACTC TCACCATCAG CAGCCTAGAG CCTGAAGATT TTGCAGTTTA TTACTGTCAG 

CAGCGTAGCA ACTGGCCGCT CACTTTCGGC GGAGGGACCA AGGTGGAGAT CAAACGA 



MEAPAQLLFL LLLWLPDTTG EIVLTQSPAT LSLSPGERAT LSCRASQSVS SYLAWYQQKP 
GQAPRLLIYD ASNRATGIPA RFSGSGSGTD FTLTISSLEP EDFAVYYCQQ RSNWPLTFGG 
GTKVEIKR 



||g(D-feU> (S) ^**T?7?$>^„ mBil^mm'f^mv y 3:.r (Signal P ve 
(Q) 'Xs&^%(Dt^X^n^o 

TTlr^^o MB'^mm'^mv y h ^ (signal P ver. 2) fcJ:D, mmozy^ 
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8 -^^DNAcDi^XiH^J 



N 
o 


7 71'?-^ 


MM (5' to 3 ) 






1 


IgGl 


TCTTGTCCACCTTGGTGTTGCTGGGCTTGTG 


31-mer 


36 


2 


hk-2 


GTTGAAGCTCTTTGTGACGGGCGAGC 


26~mer 


12 


3 


hh-4 


GGTGCCAGGGGGAAGACCGATGG 


23-mer 


9 


4 


hk-5 


AGGCACACAACAGAGGCAGTTCCAGATTTC 


30-mer 


37 


5 


hk-6 


TGGCGGGAAGATGAAGACAGATGGTG 


26-mer 


13 


6 


SP6 


GATTTAGGTGACACTATAG 


19-mer 


38 


7 


T7 


TAATACGACTCACTATAGGG 


20-mer 


39 


8 


C23LBCL 


ATCACAGATCTCTCACCATGGAAGCCCCAGCTCAG 
CTTCTC 


41-mer 


40 


9 


C23LBsi 


GGTGCAGCCACCGTACGTTTGATCTCCACCTTG 


33-mer 


41 


10 


T0304Sal 


GCGACTAAGTCGACACCATGGACTGGACCTGGAGG 
ATC 


38-mer 


42 


11 


T0304Nhe 


AGAGAGAGAGGCTAGCTGAGGAGACGGTGACC 


32-mer 


43 


12 


SEQU1783 


GGTACGTGAACCGTCAGATCGCCTGGA 


27-mer 


44 


13 


SEQU4618 


TCTATATAAGCAGAGCTGGGTACGTCC 


27-mer 


45 



(3) KMTRlijL#:miH^©cDNA^n — ->-:i/ 

F — "^KMTRllEflg^TS^il^lC J:oT^ie). RNAffitBM^ISOGEN (n 

:^\Z. 300ug®RNA;0^e.01igotex™-dT30<Super> (SffijtaM) {Cj:;Dl3jjg 
(DpolyAmNA^#fec # n:^polyA*RNA^:j:^)|S|- 1 bTSMART RACE cDNA 

Amplification Kit (i^ n — >-x-y i^:^; >A-— a®) ^M^^X. ^(OmiiiOm 

mm iz^-D x^u~-> ^'mm^mm b in:#a^^® pr^^it©cDNA^^ 

nVTco Mi^m\Z\t. ffiMbfcpolyA^RNAl.Ong^^i^tbT. 

^■7T— X hT. h-^> FcDNA^J^^fTo;^o #e>n;fccDNA*MMi:bT. t 

IgGlp. LilM : hk-2) <t SMART RACE cDNA Amplification Kit#ScDUMP 

:/-^'f V— (^^iyrccTiNA<D5'^mzii^m-^ri^^mmmzmwmf3::tv 

f) (Om^^ff^TCo VCR\t. LA PCR^Taq DNA Polymerase 
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TaKaRa LA Taq™ i^m^^tW S^fflbTto 5" > :7° 1/— h DNA^ 1 x LA 
PGR Buffer II(Mg2* plus)> dNTP Mixture #400 ^iM iM^Mm) . y'^-i^— 
2ffi=&0.2 \xM. TaKaRa LA Taq 2.5 U/50 \xi^^t^mmzmim\^X. ^ y"^^^ 
>PCR (94°C 5 #S:tJ^'72°C 3 ^ (5^^^ ^ )]/) -^94°C 5 #\ 70°C 10 # 
ZS12X: 3 ^ (51f-^^)l) ^94°C 5 68°C 10 # 72t: 3 (20it 

-ri>;p) ) TSji&LTto JilsbThPCRifitti. x^y-;i/tt^TiKiKb;t^. 

QIAquick Gel Extraction Kit (=^Ty>t±®) fcTliMbfco *fSb:^cHV^ 
^ZShVWr h- iZ-D \^^X . ABI PRISM ® 3700 DNA Analyzer ( Applied 
Biosystemsa^) ^^ffl L TDNAi^SIH^J^^^ b fe= ^fc. HV^SiD^LVCDJi 
liS^JtH. ^n^nTA^ n — n>^'^:&ffiVi§pGEM®-T Easy Vector System 

^tif^:^tJt^b;?c:o DNA^&mi^mm.(Drci^\zm^^rc:f'^'i'^~(Dm^i (h 

§1 : hh-4. LSI : lik-5:S:nClik-6. S:r/pGEM®-T Easy Vector^ : SP6tT7) \± 

u—->^^ nrcmmi(D ^ d - > (DBNAmmmmmmi^mt^^iz —wc v tc o 

^fel?^fcKMTRl$HiaJC^^TS t: cDHm:S:Z^X«I(7)DNA:^»@3 



<KMTRiailpI^M:^> 
GAGCTCTGAG AGAGGAGCCC 
CTGAACAGAG AGAACTCACC 
TAAAAGGTGT CCAGTGTGAG 
GGAGGTCCCT GAGACTCTCC 
GCTGGGTCCG CCAGGCTCCA 
GTGGTAGCAG ATACTACGCA 
CCAAGAACAC GCTGTATCTG 
ACTGTGCGAA AGAGAGCAGT 



(iB^J#-^32) 
AGCCCTGGGA TTTTCAGGTG 
ATGGAGTTTG GGCTGAGCTG 
GTACAGCTGT TGGAGTCTGG 
TGTGCAGCCT CTGGATTCAC 
GGGAAGGGGC TGGAGTGGGT 
GACTCCGTGA AGGGCCGGTT 
CAAATGAACA GCCTGAGAGC 
GGCTGGTTCG GGGCCTTTGA 
65 



TTTTCATTTG GTGATCAGGA 
GCTTTTTCTT GTGGCTATTT 
GGGAGGCTTG GTACAGCCTG 
CTTTAGCAGG TATGCCATGA 
CTCAGCTATT AGTGGTAGTG 
CACCATCTCC AGAGAGAATT 
CGAGGACACG GCCGTATATT 
CTACTGGGGC CAGGGAACCC 
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TGGTCACCGT CTCCTCA 

(@a^ll#^33) 

VQLLESGGGL VQPGRSLRLS CAASGFTFSS YAMSWVRQAP 
DSVKGRFTIS RDNSKNTLYL QMNSLRAEDT AYYYCAKESS 



GATCTTAAAA GAGG.TTCTTT CTCTGGGATG TGGCATGAGC AAAACTGACA AGTCAAGGCA 
GGAAGATGTC GCCATCACAA CTCATTGGGT TTCTGCTGCT CTGGGTTCCA GCCTCCAGGG 
GTGAAATTGT GCTGACTCAG TCTCCAGACT TTCAGTCTGT GACTCCAAAG GAGAAAGTCA 
CCATCACCTG CCGGGCCAGT CAGAGCATTG GTAGTAGCTT ACACTGGTAC CAGCAGAAAC 
CAGATCAGTC TCCAAAGCTC CTCATCAAGT ATGCTTCCCA GTCCTTCTCA GGGGTCCCCT 
CGAGGTTCAG TGGCAGTGGA TCTGGGACAG ATTTCACCCT CACCATCAAT AGCCTGGAAG 
CTGAAGATGC TGCAGCGTAT TACTGTCATC AGAGTAGTAG TTTACCGATC ACCTTCGGCC 
AAGGGACACG ACTGGAGATT AAACGA 

MSPSQLIGFL LLWVPASRGE IVLTQSPDFQ SVTPKEKVTI TCRASQSIGS SLHWYQQKPD 
QSPKLLIKYA SQSFSGVPSR FSGSGSGTDF TLTINSLEAE DAAAYYCHQS SSLPITFGQG 
TRLEIKR 

#g©-lrU> (S) ^S*^TlrS>^o M^Tmm^mi'J y a^T (Signal P ve 

(E) -vh^ho^tmpL^ti^. 



MEFGLSWLFL VAILKGVQCE 
GKGLEWVSAI SGSGGSRYYA 
GWFGAFDYWG QGTLVTVSS 
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mmmko:)mmmtihM.i-^. iB^ij#^34cD5' m%fni)>^ e> 66#@ (da^^^ Bitc^ §atg 
ymmmz:^h^x. -wsmmm^mmm^^5m^mf}^^mmm<DVi^> (k) ^ 

TTfafe^o 3ie^iH^J^S'JV7 h^^oiT (Signal P ver. 2) \z^r)^ McD^-^' 

mW (ATCC CRL-9096) ^^V^Tco tt^M^C^i^ iJ'-co^A^x I/^ h n^j^ 

o-Rad electrophoreter^t)-feViT350V. BOOuFcD^frT. 4xlO«ffl©CHO^fflBS{3jt 
-fs^^^Ab^ 96well culture plate{cSaL;ho ^5^^^ 3^ — ©jliRT— — 

mmm i e ie^ ;iMjn:#: izj^^ mmm izM-r ^ mm^mm^^'\± 
■xmmm]^x$>^coio2o^ (atcc no. ccL-222) \zMTmnmmmmm^^m\^ 

b/to 10% FCS$-^trRPMI:^^'r^*bTVi7tColo205MSS^l. OXlOVmlO^^ 

tc^^ab/co 37t:. 5. 0%MK:^JXT-r24B#rBlt§«bfetii. fiM*n;{*Ell (CHO 
-3). H48(CH0-3) ^mS^lO. 100^ 1000. lOOOOng/mHCJ^j:^ ci; ^ (^IOm l/':?^:;!/ 

^mmio. mfig/mi\zf3i^^3iz. o^mzio iii'r-om:^r:i. m^vru^-i 
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(Cell Titer 96 AQuhohs Non-Radioactive Cell Proliferation Assay: :/n;^ 

7^:. 5. 0%Mm:^XTT2BtW^«bfctt. ?^«490niii (#MISfi630nin) XCD® 
7fcig^"7-f ^ nyi/- h (1420 ARVO t;1/5^^^;1/:^j'>>^— : WALLAC 

m^^m 1 1 a. 11 bf^^To mil at^-V^Jat MgG{r)#^«)^U ^ 
■u— :^;^^^L#:^^^J^bTVifj;Vi^,^®^g^^, lEIl 1 b MgG(r)# 

§g J: t» . TRAiL-Rm xsu ^mMi^xv^^mmizmm-r^ mm \z n-f ^ 

SB^j#^ 1 : ^mu 

mmm^ 2 -^-^dna 

@B^iJ#^ 3 : -^^DNA 
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4 : ^gJ^DNA 
ie^iJ#^ 5 : 

mm^ 6 : ^mm 

mmm^ i o : -a-^cNA 
mmmn 1 1 : ^^dna 

iH^J#^ 1 2 : -^^DNA 
1 3 : ^g^DNA 

mmm^ i 4 : ^^ma 
ia^j#^ 1 5 : ^mmk 

i3^J#-^ 3 6 : ^fi^DNA 

iH^j#^ 3 7 : ^mm 

i3^iJ#-^ 3 8 : -^mmk 

mmm^ 3 9 : ^^dna 
ia^j#-^ 4 0 : -a-^DNA 

IB^J#-^4 1 : ^^DNA 

mmmn 4 2 • -a^rgDNA 

M5^J#^ 4 3 : -^figDNA 
i3^J#-^ 4 4 : -a-^DNA 
i3^J#-^ 4 5 : ^^DNA 
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1 . nkii-n-Rn/y.muii-n\zm'^-t^m^jL\t't(Dmtmm}fo 

(b) TMii-Rmzs/xmMii-n^mmhx\^^^\ihiEnmm\z\-imm^m^-^ 

(c) t hmiMBS{««^M^b75:Vi 

3 . J^TO) (a) ~ (c) (DT^XCD^^^^t^ifH^Xli-^^cDmtmmyro 

(a) TRAIL-Ri:SLrK/Xt3:TRAIL-R2^%^bTl'^^JSM(::T4^ h-v-X^^^T 

(c) fc: h^mmmmm^mmvfsii^^ 

4 . TRAIL-R2{CJl^^T^/0^TRAIL-Rl{^J*M'&b/^V^gi^:fi 2 Xi* 3 $^m<D 
5 . TRAIL-R2{C|§-e- LTRAIL-RHC fe^^T^lf 2 X« 3 tBmcDirC#:Xti 

tT^^ 1 ~ 5 ® Vi-rn/&^fctB«®in:#:Xl^^©^tg6^©f 
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1 0. mmm. ^xi{)':^zsK)tmmm^^iz:^[f^ii hmmizM-r:s>idbo 

1 1 . mmm. ^xw:^zsRmmm2Amwz:isn^\ihmmzM-t^ij)^o 

1 2 . mmm. 5xio'RzsR}ic:smm2mmiz:i^}^f^ t hmmzM-r^mo 

fro 

1 4. mmm. 5xw:^nKmmrMmm\zm-f:^mmm\zMT^u5om-fyn 

1 5. mmm.5xw:^zSKmmmAmmiz:^if:^mmmizM'r^ij)m^:fy^i 
ougMmyc^^m^m i ~ 7 <D\,^TM^zmm(Dm.i^y.u^<Dmmmmyr. 

7Mg/mmTTab^w*3® 1 — 7 (D\^^Tnmzmm(Dmi^x\-±'t(Dmmmm)^o 

1 7 . ;iffliam2. ^xWjs^zSK!tMmA^mm\z^n^mmmizti-r^ij)m&m. 

02-0. llMg/ml-Z?fe^if5fc:® 1 ~ 7 © V^-rn;6^J:itB«!c©ifL#:X«^©aig6^ifito 

1 8. mmm.bxio^:&.zsK}t^mm4mm\z:^n^mmm\zM'r^imomm. 

1 9 . mm?. bxio^:^nK)tsmm2mmiz^n^ t hfFM^c^-rsLDso 

{ii;^)^^2-iooMg/ini-ea&D. mmm. ^xw^UKit^mmAmmiz^n^mm 



mizn-t^ldmm^Q. 02-0. llAig/mlT^^itsfc:® 1 ~7 © ViTn^McfBa^fei 

2 0. Ml§m7. 5xlO^]S^rJ?MJl^B#rHl24BtM{:i43tt^t: MTi5l^}cM-r §1050 
lffllS^2. 5xlO^:RtKSjSB#fBl480trBlfC:fett^^lfflSS^C^^T-5LD5O-fii© 2 f§ 

^±Ta5§if5f<:« 1 ~7 ©t/iTn^^cfBic®in;#x^s^cD^tgegi$ffjto 

2 1. mmm. bxWj^xsKmm^mmmiz:idn^}i h^mmiz^-r^iMo 
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m-^K mmm. ^xWj^xsKmmmimm\z^^-f^mmm\zM'r^imom(Dbom- 

2 4. ^BBS^7. 5xlO^S:D^'MJ^i^Btra24^Pp1l:i*5tt§t: hMHSt^l^^-T ^LD50 
2 5. Mile?. 5xlO^:jtrKS^S:^P^124B#W(C*5tt^t: hfifrnfC^-r-SLDSO 

2 6. iBis^T. bxw:sczSKmmm2mmiz:^i-f ^ \i hmmizM-r^idbo 
im^. mmm. bxio'^zsR}i:^mmAmm\z^\-f^mmm\zM'r^idm^(D25om 
-mom-v^^^m^m 1 ~ 7 (D^^^nf}^zmm<Dm,i$^jL)t.^(Dmmmmi^. 

2 7 . mmmi. ^xw:^nRmmm2Amm\z:^n^\ihmmizM-r^ij)5o 
im^. mmm. bxio^:&zSKmmm4mmiz:isn ^mmmizn-r ^idbomcoiooo 

2 8. ^/;S;^«7$i^lio~i20Mi-r$)^if5f<3S8-'2 7 ©v^-rn:^^{cfBtfe©iri; 

2 9. Js*fflJ3a5i)^^Colo205^|gT?^§^^:5i2 , 3 , l 4 ~ 2 8 © V^^tl 

3 0. ilSlffllS75^\ Colo205IHfiS. U251|ffllSX^lJurkatlfflBS-r$)^i*^:^2 X 
3 1. JiliScDiim^Jflit'Jb. X}3:Mi^^5illl$-M-'5ei<t/&^^7?^§if^:^l~ 

3 0 (D^^irti:^^zmm<Dm^x\t^(Dmm^mh'o 



3 2 . mm:^^. i^m^m. m^w.mm. m-m. ^im. mmm. m-^b. wmm 
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^KM. -T^F^Bis. ikM'm. mMm. mmmm^±^m. ^mm. 
m^m^ miimm. m^m^ mmim. nMsi^s. ^^^mm. mitmm. ^-^i^e 

jkm^m. mm^m. m-^mmm. wmmmm. mmmmm. m^m. nm^m. 

ho 

3 8. m^xi-i^(Dmmmm)^(D^-¥m-^n (ig/hodyjimo fig/kg-cm^m 

4 1 . Vi^l 4 %iy.±(D«3»OM/jN&/l>75:< <hfe 7 Sli^fT^ i:5J>^^T^§ 
4 2. 100min*©ffl**^#-r ^ 4~ 6®#<D^a^SVT>Xfc20/xg/^'^XM#^®?t 
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4 8. mm^cDrnm^^-r ^ 4-- e mm (Dmm^^ 7. \z2o iig/^'y 7. (Dm 

5 0 . osomi^x&^m^m4 0 mm(Difii$:xi^^(Dmmmm)^o 

5 1. E-ll-13irL#:T'fe§if5t<IS4 O-tHic^^-f^Xt^^O^llgegif >to 

5 2. A-r:7^U t^— "TE-ll-lS. H-48-2, L-30-10. N-18-12. W-40-5. X-14- 

4. x-5i-i2> F-4-8. G-3-10. osoiJcitMmizjzvM^-^ri^. Tuii-Rmzsy 

X TRAIL-R2 izm^-f § mP^X ©tifg fi5Slf>i-o 

5 3. Sffi#^:^^FERM BP-7599^$)§7\^:/U H— '7H-48-2. St6#^^^^FE 
RM BP-7698S=U < «FERM BP-TTTOT^ § A-T U H — "TE-ll-lS. 
M BP-7699^b<t^FERM BP-TTBST^-S/N-f >^^U H— 'TF-4-8, gfe#-^;^?tFERM B 
P-7700^b<OTRM BP-7769Tfe^A-r -TL-BO-IO. g:f6#-^/0^*FERM BP 

-8037-^^'5A-r >''U K-V0304XJiS|g#-^^^'FERM BP-8038T^<5 A-T T'U H 

—^miRuz^ vM^-^n^. TMii-RmzSy^xmun-nizi^^-t^^^x}^ 
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mm. xfiia^j#-^3 3:^zS3 siz^n^n^-^n^. m^^) h--tkmtri© 
5 5. sa^m^i 6s.ti^'i 8 {c^-n^^n^$n^. A-rr/u k-ve-h-is 

^n^'n^^ti^. A-r>^u f— 'TH-48-2;a^e>-^ii$nfe:^mi3^jtcr3«-F$ 

/\^y'^j \^~'^mA:fy^i^mm-^nr:immmm\zn-\^-^n^mm'^^mmR'csm 
m.'^^mm. xum^mm-^s 2:^zs3 Aiz^n^n^-^n^. a^:/u 
mTnf}^^mm^.nrz.mmmm\zu--]i-^n^Mm'^^mm:^zsmm'^^mm(D. 

5 6. E-ll-13. H-48-2. L-30-10. N-18-12. W-40-5, X-14-4. X-51-12. F- 
4-8, G-3-10. 0304:&r/KMTRl/0^e>;*^§l¥75^&S^in^. TMll-mzm^'t J 
/7D-:^;i/tn;#:^m^T^A< :/U F-To 

5 7. ^fe^^mmi BP-7599Tafe-5A-r:/u F— -N'H-48-2. ^wem^^mE 

m BP-7698^b< ^SFERM BP-77707?^^ A-f :/U F— VE-11-13, gf6#-^^^*FER 
M BP-7699^U< tlFERM BP-7768T^$.§ A-f :/U F-vF-4-8. ^mm^mUM B 
F-7700^ b < ^mRM BP-7769T$>^A'f :/U F-^L-30-10. gfe#^7j>TOM BP 
-8037Tr^^A'i' ^^U F— v0304Xttg:f^#-^/5>tFERM BP-8038TS^ A-< :/U F 

-vKMTRi5&^e>3stfn^. Tuii-mz^^-r^^y ^u--i-ji'mp^^M^'r^^\ 
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5 8. W3j<:«5 6 x^i 5 7fBi!cODA-r:/u F- x'^itftb. n-^ti^mmm 

5 9. i»^]S5 6XJi5 7fB«g(DA-r H~ s'j^^ e,^TRAIL-R2t 7 ii? ^- 
6 2 . ;^j3g«. fgflimMS, mm. m.m. mmm. m^m. nmm 

^^M. ^'^^Hmm. mmm. -^Mm. Bmm. mmum^±&m. ^mm. 
mmm. miLmms m^m. mmm. mmm. ^^■c>mm. h^jem^ ^^p^m 

jfiiw^®> mmwm. mwmmm. nmmmm. m^mmm. m^m. nm^m. 
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